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MUTATED AND BACTERIOPHAGE T4
NANOPARTICLE ARRAYED F1-V
IMMUNOGENS FROM YERSINIA PESTIS AS
NEXT GENERATION PLAGUE VACCINES

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application claims benefit of priority to U.S. Provi-
sional Patent Application No. 61/845,487 to Rao and Tao,
entitled “Mutated and Bacteriophage T4 Nanoparticle
Arrayed F1-V Immunogens from Yersinia Pestis as Next
Generation Plague Vaccines,” filed Jul. 12, 2013. The entire
contents and disclosures of the patent application are incor-
porated herein by reference in its entirety.

GOVERNMENT INTEREST STATEMENT

United States Government has rights in this invention pur-
suant to Contract No. NIAID U01-AI082086, NIAID
AI064389 (inpart), and NO1-A1-30065 awarded by National
Institutes of Health; and T32 predoctoral training grant on
Biodefense AI060549.

This application makes reference to the following U.S.
patents and U.S. patent applications: U.S. Provisional Patent
Application No. 61/774,895, filed Mar. 8, 2013, entitled “In
Vitro and In Vivo Delivery of Genes and Proteins Using the
Bacteriophage T4 DNA Packaging Machine”; U.S. Provi-
sional Patent Application No. 60/904,168, filed Mar. 1, 2007,
entitled “Liposome-Bacteriophage Complex as Vaccine
Adjuvant”; U.S. patent application Ser. No. 12/039,803, filed
Feb. 29, 2008, entitled “Liposome-Bacteriophage Complex
as Vaccine Adjuvant”, now U.S. Pat. No. 8,148,130, issued
Apr. 3, 2012; U.S. patent application Ser. No. 11/015,294,
filed Dec. 17, 2004, entitled “Methods and Compositions
Comprising Bacteriophage Nanoparticles™; U.S. Provisional
Patent Application No. 60/530,527, filed Dec. 17, 2003,
entitled “Methods and Compositions Comprising Bacte-
riophage Nanoparticles™; U.S. Provisional Patent Application
No. 61/322,334, filed Apr. 9, 2010, entitled “Promiscuous
DNA Packaging Machine From Bacteriophage T4”; U.S.
patent application Ser. No. 13/082,466, filed Apr. 8, 2011,
entitled “Protein and Nucleic Acid Delivery Vehicles, Com-
ponents and Mechanisms Thereof”; U.S. Provisional Patent
Application No. 61/731,147, filed Nov. 29, 2012, entitled
“Designing a Soluble Full-Length HIV-1 GP41 Trimer”; and
U.S. Provisional Patent Application No. 61/845,487 to Rao
and Tao, entitled “Mutated and Bacteriophage T4 Nanopar-
ticle Arrayed F1-V Immunogens from Yersinia Pestis as Next
Generation Plague Vaccines,” filed Jul. 12, 2013. The entire
disclosure and contents of these patent applications are incor-
porated herein by reference.

BACKGROUND

1. Field of the Invention

The present invention relates generally to mutated immu-
nogens from Yersinia pestis and antigen carriers.

2. Related Art

Pneumonic plague is a highly virulent infectious disease
with approximately one hundred percent mortality rate, and
its causative organism Yersinia pestis poses a serious threat
for deliberate use as a bioterror agent. Stockpiling of an
efficacious plague vaccine that could protect people against a
potential bioterror attack has been a national priority. Cur-
rently, there is no FDA approved vaccine against plague.
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2

There exists a growing need to develop efficacious and easily
manufacturable plague vaccines.

SUMMARY

According to a first broad aspect, the present invention
provides a recombinant protein comprising a mutated F1
antigen of Yersinia pestis, wherein the mutated F1 antigen of
Yersinia pestis is developed from a native F1 antigen of Yers-
inia pestis by the following steps: deleting an NH,-terminal
[-strand of F1 antigen of Yersinia pestis from an NH,-termi-
nus of the native F1 antigen of Yersinia pestis to thereby form
an NH,-terminal p-strand deleted F1, fusing the NH,-termi-
nal p-strand of F1 antigen of Yersinia pestis to a COOH-
terminus of the NH,-terminal (-strand deleted F1 via a first
peptide linker to thereby form an NH2-terminal {3-strand
transplanted F1, and duplicating an NH,-terminal amino acid
sequence of F1 antigen of Yersinia pestis flanking the NH,-
terminal strand of F1 antigen of Yersiria pestis at a COOH-
terminus of the NH2-terminal $-strand transplanted F1 to
thereby form a mutated F1 antigen of Yersinia pestis.

According to a second broad aspect, the present invention
provides a fusion protein comprising a small outer capsid
protein from a T4 phage and/or a T4-related bacteriophage
RB69 fused through a peptide linker to a heterologous
polypeptide derived from one or more antigens of Yersinia
pestis to thereby form a phage capsid protein fusion protein.

According to a third broad aspect, the present invention
provides a method for developing a recombinant protein com-
prising the steps that include: deleting an NH,-terminal
[-strand of F1 antigen of Yersinia pestis from an NH,-termi-
nus ofa native F1 antigen of Yersinia pestis to thereby form an
NH,-terminal $-strand deleted F1, fusing the NH,-terminal
[p-strand of F1 antigen of Yersinia pestis to a COOH-terminus
of the NH,-terminal f-strand deleted F1 via a first peptide
linker to thereby form an NH2-terminal (3-strand transplanted
F1, and duplicating an NH,-terminal amino acid sequence of
F1 antigen of Yersinia pestis flanking the NH,-terminal
[p-strand of F1 antigen of Yersinia pestis at a COOH-terminus
of'the NH2-terminal [3-strand transplanted F1 to thereby form
a mutated F1 antigen of Yersinia pestis.

According to a fourth broad aspect, the present invention
provides a vaccine comprising one or more phage T4 nano-
particles and one or more immunogens bound to the one or
more phage T4 nanoparticles, wherein each of the one or
more immunogens comprises a fusion protein comprising a
small outer capsid protein from a T4 phage and/or a T4-re-
lated bacteriophage RB69 and a heterologous polypeptide
derived from one or more antigens of Yersinia pestis, wherein
the small outer capsid protein from a T4 phage and/or a
T4-related bacteriophage RB69 is fused through a peptide
linker to a the heterologous polypeptide derived from one or
more antigens of Yersinia pestis, and wherein each of the one
or more immunogens is bound to a phage T4 nanoparticle of
the one or more phage T4 nanoparticles via the small outer
capsid protein of a phage T4 and/or a T4-related bacterioph-
age RB69.

According to a fifth broad aspect, the present invention
provides a method for producing a vaccine comprising the
following steps: incubating one or more phage T4 nanopar-
ticles in a buffered solution with one or more immunogens to
thereby form immunogen-bound T4 nanoparticles, sediment-
ing the immunogen-bound T4 nanoparticles to thereby form
a phage pellet and a supernatant, separating the phage pellet
from the supernatant to thereby form a separated phage pellet,
washing the separated phage pellet one or more times to
thereby form a washed phage pellet, and suspending the
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washed phage pellet in a buffered solution to thereby form a
vaccine solution. In the vaccine, the one or more immunogens
comprise one or more phage capsid protein fusion proteins,
and each of one or more phage capsid protein fusion proteins
comprises a small outer capsid protein from a phage T4
and/or a T4-related bacteriophage RB69 fused through a pep-
tide linker to a heterologous polypeptide derived from one or
more antigens of Yersinia pestis. In the vaccine, each of the
one or more immunogens is bound to a phage T4 nanoparticle
of'the one or more phage T4 nanoparticles via the small outer
capsid protein from a phage T4 and/or a T4-related bacte-
riophage RB69.

According to a sixth broad aspect, the present invention
provides a method of immunization comprising a step of
administering to a subject an immunogenic amount of a vac-
cine comprising a purified mutated F1 antigen of Yersinia
pestis.

According to a seventh broad aspect, the present invention
provides a method of immunization comprising administer-
ing to a subject an immunogenic amount of a vaccine that
comprises one or more phage T4 nanoparticles and one or
more immunogens bound to the one or more phage T4 nano-
particles, wherein each of the one or more immunogens com-
prises a fusion protein comprising a small outer capsid pro-
tein from a T4 phage and/or a T4-related bacteriophage RB69
and a heterologous polypeptide derived from one or more
antigens of Yersinia pestis, wherein the small outer capsid
protein from a T4 phage and/or a T4-related bacteriophage
RB69 is fused through a peptide linker to the heterologous
polypeptide derived from one or more antigens of Yersinia
pestis, and wherein each of the one or more immunogens is
bound to a phage T4 nanoparticle of the one or more phage T4
nanoparticles via the small outer capsid protein of a phage T4
and/or a T4-related bacteriophage RB69.

According to an eighth broad aspect, the present invention
provides a method comprising following steps: culturing
compatible host cells having expression vectors therein to
thereby form a cell culture comprising expressed products,
and purifying the expressed products from the cell culture to
thereby form one or more immunogens, wherein the one or
more immunogens encompassing one or more recombinant
proteins as in any one of claims 1-10.

BRIEF DESCRIPTION OF THE DRAWINGS

The accompanying drawings, which are incorporated
herein and constitute part of this specification, illustrate
exemplary embodiments of the invention, and, together with
the general description given above and the detailed descrip-
tion given below, serve to explain the features of the inven-
tion.

FIG. 1 is a set of schematics of various approaches used to
design plague immunogens. Panel A shows Y. pestis surface
components, an F1 antigen 120, a V antigen 140, and a YscF
160, that are targeted for vaccine design in some embodi-
ments of the present invention. Panel B is a stereo diagram of
X-ray crystal structures of an F1 mutant 121 in one embodi-
ment of the present invention. Panel C shows a putative
immunomodulatory sequence (aa residues 271-300) of a V
antigen 142 is deleted and thereby form a V antigen mutant
144. Panel D of FIG. 1 shows that a YscF mutant antigen 160
is constructed through changing an amino acid residue Asn35
to Ser and an amino acid residue Ile 67 to Thr to thereby
produce an oligomerization deficient mutant YscF35/67 anti-
gen. Panel E is a structural model of a bacteriophage T4. Panel
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F shows display of an F1mut-V-Soc fusion protein on a Hoc™
Soc™ bacteriophage particle via Soc from a phage T4 or a
T4-related bacteriophage.

FIG. 2 is an illustration showing a design of monomeric F1
mutants. Panel A is a schematic of native F1, Flmutl, and
Flmut2 recombinant constructs. Panel B shows an expres-
sion and solubility analysis of the recombinant proteins con-
structed according to the schematic in Panel A. Panel C illus-
trates the purification of Flmutl. Panel C includes a gel
filtration profile showing that the Flmut1 is eluted as a sym-
metrical peak corresponding to a molecular mass of approxi-
mately 19 kDa. The insert in Panel C shows the purity of
Flmutl protein after SDS-PAGE and Coomassie Blue stain-
ing of the peak fraction.

FIG. 3 is an illustration showing construction of mutated
F1-V immunogens. Panel A is a set of schematics of construc-
tion of recombinant proteins encompassing native F1-V,
Flmut-V and F1mut-V10, respectively. Panel B shows the
expression and solubility analysis of F1-V constructs using
the B-PER reagent. Panel C is a graph showing the purifica-
tion of F1-V, F1mut-V and F1mut-V10 by HISTRAP column
chromatography followed by Hi-load 16/60 SUPERDEX 200
gel filtration. Panel D is a set of images showing the stability
of F1-V and Flmut-V proteins tested by treatment with
increasing amounts of trypsin at room temperature overnight.

FIG. 4 is an illustration showing an oligomerization defi-
cient YscF mutant. Panel A is a schematic of native YscF and
YscF35/67 mutants. Panel B shows the purification of YscF
and Y'scF35/67 mutant proteins. Panel C shows the purity of
YscF and YscF35/67 proteins as analyzed by SDS-PAGE and
Coomassie blue staining of the peak fractions.

FIG. 5 illustrates the engineering of F1, V, and YscF anti-
gens and a display of F1mut-V-Soc on a phage T4 nanopar-
ticle. Panel A is a schematic of Soc-fusions. Panel B shows the
purification of the over-expressed Soc fusion proteins shown
in panel A. Panel C shows a display of a fusion protein
Flmut-V-Soc on phage T4 nanoparticles. Panel D shows
saturation binding curve of F1mut-V-Soc. Panel E is an image
showing a cryo-electron micrograph of wild-type control
phage T4. Panel F is an image showing a cryo-electron micro-
graph of phage T4 decorated with F1mut-V. Panel G shows
various Soc fusion proteins displayed on phage T4 for immu-
nizations.

FIG. 6 is a set of graphs showing that soluble monomeric
F1 mutant protein elicits robust antibody titers and provides
complete protection in a mouse model of pneumonic plague.
Panel A shows that Balb/c mice, twelve per group, are vacci-
nated with various plague antigens adjuvanted with alhydro-
gel. Panel B shows the immunization scheme. Panel C is a set
of graphs of antigen-specific antibody (IgG) titers in the sera
determined by ELISA, using purified V (Chart I), Fimut2
(Chart II), or YscF35/67 (Chart I1I) as the coating antigen.
Panel D shows the survival of immunized mice against intra-
nasal challenge with 90 LDy, of Y. pestis CO92 and the
survived mice being re-challenged with 9,800 LD, at day-48
post-first challenge.

FIG. 7 is a set of graphs showing that T4 nanoparticle
displayed plague immunogens induce robust immunogenic-
ity and protective efficacy against pneumonic plague. Panel A
shows the T4 displayed plague immunogen groups, wherein
there are twelve mice per group. Panel B is a set of graphs
showing antigen-specific antibody (IgG) titers being deter-
mined by ELISA. Panel C is a graph showing survival of
vaccinated mice against intranasal challenge with 90 LD, of
Y. pestis CO92. The survived mice are re-challenged with
approximatley 9,800 LD, at day-48 post-first challenge.
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FIG. 8 is a set of plot graphs illustrating that T4 displayed
plague immunogens generate balanced TH1 (IgG1) and TH2
(Ig(G2a) responses. Panel A is an image showing determining
1gG1 titers seven days after the second boost of immunization
as shown in Panel B of FIG. 6. Panel B is an image showing
determining IgG2a titers seven days after the second boost of
immunization as shown in Panel B of FIG. 6.

FIG. 9 is a set of plot graphs illustrating that F1mut-V and
Flmut-V10 mutants show comparable immunogenicity and
protection against pneumonic plague. The immunogenicity
and protective efficacy of Flmut-V and Flmut-V10 were
compared both as adjuvanted soluble antigens or adjuvant-
free T4 nanoparticle decorated antigens. Panel A of FIG. 9 is
a table showing the vaccine formulations used in the study,
eight mice per group. Panel B of FIG. 9 is a graph showing
total F1-V specific antibody titers as determined by ELISA.
Panel C of FIG. 9 is a graph showing survival of vaccinated
mice against intranasal challenge with 5,350 LD50 of Y. pes-
tis CO92.

FIG. 10 is a set of plot graphs illustrating the induction of
proinflammatory cytokines by Flmut-V and Flmut-V10
immunogens.

FIG. 11 is an illustration showing that mutated and T4
displayed plague antigens provided complete protection
against Y. pestis CO92 in a Brown Norway rat model of
pneumonic plague. Panel A shows vaccine formulations used
in various groups, twelve rats per group. Panel B shows the
survival of vaccinated rats against intranasal challenge with
5,000 LD, of Y. pestis CO92.

DETAILED DESCRIPTION OF THE PREFERRED
EMBODIMENTS

Definitions

Where the definition of terms departs from the commonly
used meaning of the term, applicant intends to utilize the
definitions provided below, unless specifically indicated.

For purposes of the present invention, it should be noted
that the singular forms, “a,” “an” and “the” include reference
to the plural unless the context as herein presented clearly
indicates otherwise.

For purpose of the present invention, the term “adjacent”
refers to “next to” or “adjoining something else.”

For purpose of the present invention, the term “adjuvant”
refers the components in a vaccine or therapeutic composition
that increase the specific immune response to the antigen.
Adjuvants are well known to those of skill in the art and may
include cytokines (e.g., IFN-y, IL-2, and IL.-12) which con-
tribute to the induction of cell-mediated immune response to
an administered antigen, as well as induction of humoral
immune responses. Traditional vaccine usually needs an
adjuvant.

For purpose of the present invention, the phase “adminis-
tration of a vaccine” refers to introduce a vaccine into a body
of an animal or a human being. As is understood by an
ordinary skilled person, it can be done in a variety of manners.
For example, administration of a vaccine may be done intra-
muscularly, subcutaneously, intravenously, intranasally,
intradermaly, intrabursally, in ovo, ocularly, orally, intra-tra-
cheally or intra-bronchially, as well as combinations of such
modalities. The dose of the vaccine may vary with the size of
the intended vaccination subject.

For purpose of the present invention, the term “array”
refers to in vitro binding of a protein on T4 phage. For
example, a Soc fusion protein, a protein fused with a small
outer capsid protein Soc of a T4 phage, may be arrayed by
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incubating Hoc™Soc™ T4 phage particles with the Soc fusion
protein to allow the Soc fusion protein to bind on Hoc™Soc™
T4 phage particles.

For purposes of the present invention, the term “bind,” the
term “binding” or the term “bound” refers to any type of
chemical or physical binding, which includes but is not lim-
ited to covalent binding, hydrogen binding, electrostatic bind-
ing, biological tethers, transmembrane attachment, cell sur-
face attachment and expression.

For purpose of the present invention, the term “bivalent”
refers to a composition that has two combining sites, for
example, a bivalent immunogen capable of binding to two
molecules of antibodies.

For purpose of the present invention, the term “p-sheet”
(also “beta sheet™) refers to a secondary form of regular
secondary structure in proteins. It consists of “p-strands”
(also “beta strand”) connected laterally by at least two or three
backbone hydrogen bonds, forming a generally twisted,
pleated sheet.

For purpose of the present invention, the term “f-strand”
(also “beta strand”) refers to a stretch of polypeptide chain. It
is typically 3 to 10 amino acids long with backbone in an
almost fully extended conformation.

For purposes of the present invention, the term “capsid”
and the term “capsid shell” refers to a protein shell of a virus
comprising several structural subunits of proteins. The capsid
encloses the nucleic acids of the virus. Capsids are broadly
classified according to their structures. The majority of
viruses have capsids with either helical or icosahedral struc-
tures.

For purpose of the present invention, the term “capsomere”
refers to a basic substructure of a capsid, an outer covering of
proteins that protects the genetic materials of a virus. Cap-
someres self-assemble to form the capsid.

For purpose of the present invention, the term “cleft” refers
to a groove or a V-shaped indentation that runs across two
protein domains.

The term “comprising”, the term “having”, and the term
“including” are intended to be open-ended and mean that
there may be additional elements other than the listed ele-
ments.

For purpose of the present invention, the term “corre-
spond” and the term “corresponding” refer to that a protein
sequence refer interchangeably to an amino acid position(s)
of'a protein. An amino acid at a position of a protein may be
found to be equivalent or corresponding to an amino acid at a
position of one or more other protein(s) based on any relevant
evidence, such as the primary sequence context of the each
amino acid, its position in relation to the N-terminal and
C-terminal ends of its respective protein, the structural and
functional roles of each amino acid in its respective protein,
etc.

For purpose of the present invention, the term “duplicate”
refers to repeat or generate another identical copy of a poly-
nucleotide sequence or an amino acid sequence.

For purpose of the present invention, the term “epitope”
refers to a molecular region on the surface of an antigen
capable of eliciting an immune response and combining with
the specific antibody produced by such a response. It is also
called “antigenic determinant.” T cell epitopes are presented
on the surface of an antigen-presenting cell, where they are
bound to MHC molecules.

For purpose of the present invention, the term “flank™
refers to be situated on a side of a polynucleotide sequence or
an amino acid sequence.
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For purpose of the present invention, the term “fragment”
of' a molecule such as a protein or nucleic acid refers to a
portion of the amino acid or nucleotide sequence.

For purpose of the present invention, the term “fuse” refers
to join together physically, or to make things join together and
become a single thing.

For purpose of the present invention, the term “fusion
polypeptide” or the term “fusion protein” refers to a polypep-
tide or a protein created through the joining of two or more
genes that originally coded for separate proteins. Translation
of'this fusion gene results in a single or multiple polypeptides
with functional properties derived from each of the original
proteins. Usually, a fusion protein has at least two heterolo-
gous polypeptides covalently linked, either directly or via an
amino acid linker. The heterologous polypeptides forming a
fusion protein are typically linked C-terminus to N-terminus,
although they can also be linked C-terminus to C-terminus,
N-terminus to N-terminus, or N-terminus to C-terminus. The
polypeptides of the fusion protein can be in any order and may
include more than one of either or both of the constituent
polypeptides. These terms encompass conservatively modi-
fied variants, polymorphic variants, alleles, mutants, subse-
quences, interspecies homologs, and immunogenic frag-
ments of the antigens that make up the fusion protein. Fusion
proteins of the disclosure may also comprise additional cop-
ies of a component antigen or immunogenic fragment thereof.
Recombinant fusion proteins are created artificially by
recombinant DNA technology for use in biological research
or therapeutics.

For purpose of the present invention, the term “identical”
or the term “identity” refers to the percentage of amino acid
residues of two or more polypeptide sequences having the
same amino acid at corresponding positions.

For purposes of the present invention, the term “immune
response” refers to an action by the immune system. The
immune system is a system of biological structure and pro-
cesses within an organism that protects against an invasion of
a foreign object. The immune system can be classified into
subsystems, such as the innate immune system versus the
adaptive immune system, or the humoral immunity versus the
cellular immunity. In humoral immunity, responses to foreign
objects which include bacteria or viruses involve producing
antibodies. In cellular immunity, also called “cell-mediated
immunity,” responses to foreign objects including bacteria or
viruses involve the activation of phagocytes, antigen-specific
cytotoxic T-lymphocytes, and the release of various cytok-
ines. Cellular immunity is effective in removing virus-in-
fected cells, but also participates in defending against fungi,
protozoans, cancers, and intracellular bacteria. Cellular
immunity also plays a major role in transplant rejection.

For purposes of the present invention, the term “immuni-
zation dose” refers to the amount of antigen or immunogen
needed to precipitate an immune response. This amount will
vary with the presence and effectiveness of various adjuvants.
This amount will vary with the animal and the antigen, immu-
nogen and/or adjuvant. The immunization dose is easily
determined by methods well known to those skilled in the art,
such as by conducting statistically valid host animal immu-
nization and challenge studies.

For purposes of the present invention, the term “immuno-
gen” and the term “immunogenic” refer to a substance or
material (including antigens) that is able to induce an immune
response alone or in conjunction with an adjuvant. Both natu-
ral and synthetic substances may be immunogens. An immu-
nogen is generally a protein, peptide, polysaccharide, nucle-
oprotein, lipoprotein, synthetic polypeptide, or hapten linked
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to a protein, peptide, polysaccharide, nucleoprotein, lipopro-
tein or synthetic polypeptide or other bacterial, viral or pro-
tozoal fractions.

For purpose of the present invention, the term “linked”
refers to a covalent linkage between two polypeptides in a
fusion protein. The polypeptides are typically joined via a
peptide bond, either directly to each other or via one or more
additional amino acids.

For purpose of the present invention, the term “linker”
refers to short peptide sequences that occur between func-
tional protein domains and link the functional domains
together. Linkers designed by researchers are generally clas-
sified into three categories according to their structures: flex-
ible linkers, rigid linkers, and in vivo cleavable linkers. A
flexible linker is often composed of flexible residues like
glycine and serine so that the adjacent protein domains are
free to move relative to one another. A linker also may play a
role in releasing the free functional domain in vivo (as in in
vivo cleavable linkers). Linkers may offer many other advan-
tages for the production of fusion proteins, such as improving
biological activity, increasing expression yield, and achieving
desirable pharmacokinetic profiles. The composition and
length of a linker may be determined in accordance with
methods well known in the art and may be tested for efficacy.
A linker is generally from about 3 to about 15 amino acids
long, in some embodiments about 5 to about 10 amino acids
long, however, longer or shorter linkers may be used or the
linker may be dispensed with entirely. A glycine linker is one
that contains one or more glycines but no other amino acid
residues, e.g., GlyGlyGlyGly (SEQID NO: 3). A glycine-rich
linker is one that contains one or more glycines and may
contain one or more other amino acid residues as long as
glycine is the predominant species in the linker, e.g., GlyG-
lyGlyAsnGlyGly (SEQ ID NO: 4). A GlySer linker is one
which contains both glycine and serine in any proportion, e.g.
GlyGlyGlySer (SEQ ID NO: 5).

For purpose of the present invention, the term “monomer”
refers to a molecule that may bind chemically to other mol-
ecules to form a polymer. The term “monomeric protein” may
also be used to describe one of the proteins making up a
multiprotein complex.

For purpose of the present invention, the term “mutant
protein” refers to a protein product encoded by a gene with
mutation.

For purpose of the present invention, the term “oligomer”
refers to a molecular complex that consists of a few monomer
units. Dimers, trimers, and tetramers are, for instance, oligo-
mers respectively composed of two, three and four mono-
mers. An oligomer can be a macromolecular complex formed
by non-covalent bonding of few macromolecules like pro-
teins or nucleic acids. In this sense, a homo-oligomer would
be formed by few identical molecules and by contrast, a
hetero-oligomer would be made of three different macromol-
ecules.

For purpose of the present invention, the term “oligomer-
ization” refers to a chemical process that converts monomers
to macromolecular complexes through a finite degree of poly-
merization.

For purpose of the present invention, the term “polymer”
refers to a compound or a mixture of compounds comprising
many repeating subunits, known as monomers.

For purpose of the present invention, the term “polypep-
tide” and the term “protein” are used interchangeably herein
to refer to a polymer of amino acid residues. The terms
encompass amino acid polymers in which one or more amino
acid residues are artificial chemical mimetic of a correspond-
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ing naturally occurring amino acids, as well as to naturally
occurring amino acid polymers and non-naturally occurring
amino acid polymer.

For purpose of the present invention, the term “protein
domain” refers to a distinct functional or structural unit in a
protein. Usually, a protein domain is responsible for a par-
ticular function or interaction, contributing to the overall role
of a protein. Domains may exist in a variety of biological
contexts, where similar domains can be found in proteins with
different functions.

For purposes of the present invention, the term “purified”
refers to the component in a relatively pure state, e.g. at least
about 90% pure, or at least about 95% pure, or at least about
98% pure.

For purpose of the present invention, the term “recombi-
nant protein” refers to a protein derived from a recombinant
DNA, that is, it’s code was carried by a “recombinant DNA”
molecule. Recombinant DNA molecules are DNA molecules
formed by laboratory methods of genetic recombination
(such as molecular cloning) to bring together genetic material
from multiple sources, creating sequences that would not
otherwise be found in biological organisms.

For purpose of the present invention, the term “recombi-
nant vaccine” refers to a vaccine made by genetic engineer-
ing, the process and method of manipulating the genetic
material of an organism. Usually, a recombinant vaccine
encompasses one or more protein antigens that have either
been produced and purified in a heterologous expression sys-
tem (e.g., bacteria or yeast) or purified from large amounts of
the pathogenic organism. The vaccinated person produces
antibodies to the one or more protein antigens, thus protecting
hinmv/her from disease.

For purpose of the present invention, the term “subunit”
refers to a separate polypeptide chain that makes a certain
protein which is made up of two or more polypeptide chains
joined together. In a protein molecule composed of more than
one subunit, each subunit can form a stable folded structure
by itself. The amino acid sequences of subunits of a protein
can be identical, similar, or completely different.

For purpose of the present invention, the term “subject” or
the term “individual” refers interchangeably to a mammalian
organism, such as a human, mouse, etc., that is administered
a mutant protein of the present invention for a therapeutic or
experimental purpose.

For purpose of the present invention, the term “suitable
vector” refers to any vector (for example, a plasmid or virus)
which may incorporate a nucleic acid sequence encoding an
antigenic polypeptide and any desired control sequences. It
may bring about the expression of the nucleic acid sequence.
The choice of the vector will typically depend on the com-
patibility of the vector with a host cell into which the vector is
to be introduced.

For purpose of the present invention, the term “type three
secretion system (T3SS)” refers to a protein appendage found
in Yersinia, a genus of Gram-negative rod shaped bacteria that
cause the plague. T3SS is also called “injectisome” or “injec-
tosome,” with a needle-like structure used as a sensory probe
to detect the presence of eukaryotic organisms and secrete
proteins that help the bacteria infect them. T3SS are essential
for the pathogenicity of many pathogenic bacteria.

For purpose of the present invention, the term “vaccine”
refers to a biological compound that improves immunity to a
particular disease. A vaccine typically contains an agent that
resembles a disease-causing microorganism (microbe), such
as virus, bacteria, fungus, etc. Traditionally, it is often made
from weakened or killed forms of the microbe, its toxins, or
one of its surface proteins. The agent injected into a human or
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animal body stimulates the body’s immune system to recog-
nize the agent as foreign, destroy it, and keep arecord of'it, so
that the immune system can more easily recognize and
destroy any of these microorganisms that it later encounters.

For purpose of the present invention, the term “transplant™
refers to move or transfer a fragment of a DNA or a protein to
another place or situation. For example, the NH,-terminal
amino acid residues of a protein may be “transplanted” to the
COOH-terminus of the protein by deleting the NH,-terminal
amino acid residues and fusing them to the COOH-terminus
of'the protein via a short linker wherein the short linker joins
the deleted NH,-terminal amino acid residues to the COOH-
terminus of the protein.

DESCRIPTION

Plague, also known as Black Death, is one of the deadliest
infectious diseases known to mankind. Yersinia pestis (Y.
pestis), the etiologic agent of plague, is a Gram-negative
bacterium. It injects effector proteins into mammalian host
cells to interfere with the host immune response, thereby
enabling the pathogens to thrive. Y. pestis is transmitted from
rodents to humans via fleas.!] The bite of an infected flea
results in bubonic plague which can then develop into sec-
ondary pneumonic plague, resulting in person-to-person
transmission of the pathogen through infectious respiratory
droplets™! Pneumonic plague can also be caused by direct
inhalation of the aerosolized Y. pestis, leading to near
approximately 100% death of infected individuals within 3-6
days.*?1 Due to its exceptional virulence and relative ease of
cultivation, aerosolized Y. pestis poses one of the greatest
threats for deliberate use as a biological weapon.[4] Since the
disease spreads rapidly, the window of time available for
post-exposure therapeutics is very limited, usually 20-24
hours after the appearance of symptoms.[3] Although levof-
loxacin, a broad spectrum antibiotic, has recently been
approved by the Food and Drug Administration (FDA) for all
forms of plague, prophylactic vaccination is one of the most
effective means to reduce the risk of plague.

Since the deadly anthrax attacks in 2001, stockpiling of
recombinant anthrax and plague vaccines to protect masses
against a potential bioterror attack became a national priority.
However, no plague vaccine has yet been licensed. The rea-
sons include poor stability, insufficient immunogenicity, or
manufacturing difficulties associated with the current formu-
lations of plague vaccines. A killed whole cell (KWC) vac-
cine was once in use in the United States and a live attenuated
plague vaccine (EV76) is still in use in the states of former
Soviet Union.[”! However, the need for multiple immuniza-
tions, high reactogenicity, and insufficient protection made
the KWC vaccine undesirable for mass vaccination, and,
consequently, it was discontinued in the United States.!®! In
fact, because the highly infectious nature of the plague bac-
terium and the virulence mechanisms of vaccine strains have
not been fully understood, the live-attenuated vaccine may
not meet the requirement for the approval of FDA.[®7T A
cautionary tale related to this is a recent fatality of a
researcher as a result of exposure to the attenuated pigmen-
tation-minus Y. pestis strain, KIM/D2.

The focus in the past two decades, thus, has shifted to the
development of recombinant subunit vaccines-5-*1 contain-
ing two surface-exposed virulence factors of Y. pestis: a cap-
sular protein (Cafl or F1; 15.6 kDa) and a low calcium
response V antigen (LcrV or V; 37.2 kDa) which is a compo-
nent of atype 3 secretion system (T3SS). Factors F1 and V are
known as Y. pestis antigens and have been found to be capable
of evoking protective immune responses in animals. The
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effector proteins of ¥. pestis are translocated through an extra-
cellular, hollow needle structure that forms part of the T3SS.
The needle is made up of many copies of a single protein
calledYscF and is anchored by interactions with a T3SS base,
which is embedded in the inner and outer bacterial mem-
branes. F1 antigen assembles into flexible linear fibers via a
chaperone/usher mechanism,"*) forming a capsular layer
that allows Y. pestis to adhere to a host cell and escape phago-
cytosis.l''1 The V antigen forms a “pore” at a tip of an “injec-
tisome” structure of the T3SS needle, creating a channel that
delivers a range of virulence factors, also known as the Yers-
inia outer membrane proteins (Yops), into the host cytosol.*?!
The V antigen is also critical for impairment of host’s phago-
cytic responses.™**] Abrogation of these functions by F1 and V
antibodies appears to be one of the mechanisms leading to
protection of the host against lethal Y. pestis infection.

The surface-exposed Y. pestis F1 and V antigens have been
the leading candidates for formulating a recombinant subunit
plague vaccine for nearly two decades.[**1:1%17] Two types
of F1/V recombinant vaccines, one containing a mixture of
F1 and V antigens!'*], and another containing a single F1-V
fusion protein, have been under investigation.[*>**®J Although
poorly immunogenic by themselves, their immunogenicity
could be enhanced by adjuvantation with Alum™>! or by
fusion with a molecular adjuvant such as flagellin.[**]
Although both types of F1/V recombinant vaccines induce
protective immunity against Y. pestis challenge in rodent and
cynomolgus macaque models, the protection of African
Green monkeys was insufficient and highly variable.[®'7 A
phase I clinical trial in humans showed that a vaccine con-
sisting of a mixture of F1 and V proteins was immunogenic,
however, the antibody titers varied over a wide range leading
to concerns about the consistency of vaccine efficacy.®!

One of the problems associated with the current plague
vaccines is that the naturally fibrous F1 polymerizes into
heterodisperse aggregates, compromising the quality and
overall efficacy of the vaccines . >*!?-221-22] Second, the sub-
unit vaccines do not induce adequate cell-mediated immune
responses, which appear to be essential for optimal protection
against plague.'**! Third, it is unclear if inclusion of other ¥,
pestis antigens such as the YscF, the structural unit of the
injectisome needle, can boost the potency of the F1/V vac-
cines. This is particularly important as F1-minus strains of ¥,
pestis exist in nature which are as virulent as the wild-type
strains®***! and the significant diversity in the LcrV
sequence of these F1-minus strains might render the current
F1/V vaccines ineffective.*®2"! Finally, the reported immu-
nosuppressive property of V antigen''>2®! and whether it
could compromise the innate immunity of humans, are sig-
nificant concerns. These questions must be addressed to gen-
erate a next generation plague vaccine that could pass licens-
ing requirements, as well as be manufactured relatively easily
for stockpiling.

New immunogen designs and vaccine platforms that could
overcome some of these problems would be of great interest
not only to stockpile efficacious biodefense vaccines but also
to develop vaccines against a series of infectious diseases of
public health importance.

The present inventors have developed a novel
vaccine delivery system using the bacteriophage T4 nanopar-
ticles.[?-39-31-321 The capsid (head) of a bacteriophage T4 is
an elongated icosahedron, 120 long and 86 nm wide, com-
posed of three essential capsid proteins: a major capsid pro-
tein, gp23*; a vertex protein, gp24*; and a portal protein,
gp20. It is decorated with two non-essential proteins: Soc, a
small outer capsid protein; and Hoc, a highly antigenic outer
capsid protein. Binding sites for these capsid proteins appear
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following head “expansion,” a major conformational change
that increases the outer dimensions of the capsid by approxi-
mately 15% and inner volume by approximately 50%.*!

Approximately 870 molecules of the tadpole-shaped Soc
protein (9 kDa) assemble into trimers at quasi three-fold axes,
clamping to adjacent capsomers and forming a reinforced
cage around the shell.®*! This stabilizes an already stable
head and enables the head to withstand harsh extracellular
environment (e.g., pH 101**. Hoc, on the other hand, is a
linear “fiber” containing a string of four domains, three of
which are immunoglobulin (Ig)-like.”**) One hundred and
fifty five copies of Hoc fibers, with their NH,-termini pro-
jected at approximately 160 A distance from the capsid,
assemble at the center of each capsomer. Hoc binds to bacte-
rial surfaces, apparently enriching the phage near its host for
infection.*® Although Soc and Hoc provide survival advan-
tages to T4 phage, they are completely dispensable under
laboratory conditions showing no significant effect on phage
productivity or infectivity.*”} Purified Soc (or Hoc) protein
binds to Hoc- Soc- capsid of a T4 phage nanoparticle with
high specificity and nanomolar affinity, properties that are not
compromised by attachment of a pathogen antigen at the
NH,— and COOH-termini.?**>*°212] Individual domains,
full-length proteins as large as approximately 90 kDa, or
multilayered oligomeric complexes that are larger than
approximately 500 kDa fused to Soc can be arrayed on T4
capsid, making it a robust antigen delivery platform.°-°]

Disclosed embodiments provide structure-based immuno-
gen design and T4 nanoparticle delivery approaches to engi-
neer new and efficacious plague vaccines that could be manu-
factured relatively easily and could provide complete
protection against pneumonic plague in at least two rodent
models.

In some embodiments of the present invention, Y. pestis
surface components are targeted for vaccine design.

FIG. 1 shows some approaches used to design new plague
immunogen. Panel A of FIG. 1 shows Y. pestis surface com-
ponents, an F1 antigen 120, aV antigen 140, and a YscF 160,
that are targeted for vaccine design in some embodiments of
the present invention. F1 antigen 120 is a structural unit of the
capsular layer of Y. pestis. V antigen 140 forms a pore at a tip
of an injectisome needle and facilitates a translocation of
Yops into a host cell. YscF 160 is a structural unit of the
injectisome needle.

The X-ray structure and biochemical studies have estab-
lished that F1 polymerizes into a linear fiber by head to tail
interlocking of F1 subunits through a donor strand comple-
mentation mechanism."'® Each F1 subunit has an Ig-like
domain consisting of a four-stranded anti-parallel p-sheet. Of
the four (3-strands, three belong to one subunit forming a cleft
into which the NH,-terminal p-strand of the “n+1” subunit
locks in, resulting in a bridge connecting adjacent subunits
(inter-molecular complementation) (see Panel B of FIG. 1).
Stringing of subunits in this fashion leads to assembly of
linear F1 fibers of varying lengths. Caf1 M chaperone, a single
polypeptide subunit, is required for this process because prior
to filling the cleft, a “spare” B-strand of CaflM temporarily
occupies the cleft until it is replaced by a f-strand of the
incoming subunit with the assistance of an outer membrane
usher protein, Caf1A. Over-expression of the F1 gene in a
heterologous system such as E. coli exposes the unfilled
hydrophobic cleft, resulting in uncontrolled aggregation of
F1 subunits into insoluble inclusion bodies.

Panel B of FIG. 1 is a stereo diagram of X-ray crystal
structures of an F1 mutant 121 in one embodiment of the
present invention. It shows that a reorientation of an NH,-
terminal f-strand of an F1 antigen 120 generates a mono-
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meric F1 mutant 121. In one embodiment of the present
invention, the NH,-terminal f-strand of F1 antigen of Yers-
inia pestis comprises NN,-terminal amino acid residues from
1-14 of an NH,-terminus of a native F1 antigen of Yersinia
pestis. In one embodiment of the present invention, an NH,-
terminus sequence flanking the NH,-terminal -strand of the
F1 antigen of Y. pestis is duplicated at a COOH-terminus of
the F1 antigen of ¥, pestis to eliminate polymerization but to
retain the T cell epitopes. The resulted mutated F1 antigen of
Y. pestis retains T cell epitopes but folds into a soluble mono-
mer rather than into an insoluble fiber. “n” and “n+1” refer to
the F1 subunits the $-strands belong to, wherein strands in
shade 122 refer to “n” subunit and a strand in shade 124 refers
to the “n+1” subunit.

In one embodiment of the present invention, the mutated
F1 antigen is fused to V antigen to produce a bivalent
Flmut-V immunogen that is also expressed as a soluble
monomer. In one embodiment of the present invention, the
mutated F1 is fused to V antigen via a flexible two amino acid
peptide linker Ser-Ala.

Some embodiments of the present invention provide
approaches to construct an oligomerization deficient YscF
mutant antigen and a V mutant antigen lacking a putative
immunomodulatory sequence. Panel C of FIG. 1 shows a
putative immunomodulatory sequence (aa residues 271-300)
of a V antigen 142 is deleted and thereby form a V antigen
mutant 144. Panel D of FIG. 1 shows that a YscF mutant
antigen 160 is constructed through changing an amino acid
residue Asn35 to Ser and an amino acid residue Ile 67 to Thr
to thereby produce an oligomerization deficient mutant
YscF35/67 antigen.

In some embodiments of the present invention, thirty
COOH-terminal amino acid residues from 270 to 300 of V
antigen of Yersinia pestis are deleted to thereby form a mutant
V10 antigen. The mutant V10 may be fused to the T antigen
of Yersinia pestis to thereby form a fusion protein F1lmut-
V10.

In some embodiments, a phage capsid protein fusion pro-
tein is constructed by fusing one or more small outer capsid
proteins of a phage T4 or a T4-related phage to one or more
antigens via one or more linkers. In some embodiments, the
one or more small outer capsid proteins of a phage T4 or a
T4-related phage encompassing Soc from phage T4 or T4-re-
lated bacteriophage RB69.

In some embodiments, a mutant antigen is fused to a Soc
protein from a phage T4 or a T4-related phage RB69 via a
linker to thereby form a Soc fusion protein. The linker may
comprise a two amino acid linker Gly-Ser. In some embodi-
ments, the Soc fusion protein encompasses mutated F1 anti-
gen and V antigen of Yersinia pestis. Some embodiments of
the present invention disclose that the Soc fusion protein is
further fused to a mutant YscF35/67 antigen of Yersinia pestis
via a linker to thereby form a fusion protein F1-V-Soc-YscF.
In some embodiments, the fusion protein F1-V-Soc-YscF
may be formed by fusing the mutant YscF35/67 antigen of
Yersinia pestis to the Soc protein of the Soc fusion protein,
and wherein the linker may be a two amino acid linker Gly-
Ser.

In other embodiments of the present invention, a native V
antigen of Yersinia pestis is fused to a Soc protein from a
phage T4 and/or a T4-related bactgeriophage RB69 via a
linker, which linker may be a two amino acid linker Gly-Ser,
wherein a COOH-terminus of the linker is directly linked to
an NH,-terminus of the Soc protein from a phage T4 and/or a
T4-related bacteriophage RB69 and an NH,-terminus of the
linker is directly linked to a COOH-terminus of the V antigen
of Yersinia pestis.
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Disclosed embodiments of the present invention provide
that a native F1 antigen of Yersinia pestis may be fused to a
Soc protein from a phage T4 and/or a T4-related bactgerioph-
age RB69 via a linker, which linker may be a two amino acid
linker Gly-Ser, wherein a COOH-terminus of the linker is
directly linked to an NH,-terminus of the Soc protein from
phage T4 and/or T4-related bacteriophage RB69 and an NH,-
terminus of the linker is directly linked to a COOH-terminus
of'the F1 antigen of Yersinia pestis.

In some embodiments of the present invention, a fusion
protein F1mut-V-Soc is fused to a YscF antigen of Yersinia
pestis via a linker.

In one embodiment of the present invention, the mutated
antigens fused to Soc are bound on phage T4 nanoparticles.

Panel E of FIG. 1 is a structural model of a bacteriophage
T4. The enlarged capsomer 180 shows a major capsid protein
gp23* in shade 182 (“*” represents a cleaved form) (930
copies), Soc in shade 184 (870 copies), and Hoc in shade 186
(155 copies). Subunits of Hoc at the five-fold vertices corre-
spond to gp24*. The portal vertex (not visible in the picture)
connects the head to the tail.

Panel F of FIG. 1 shows display of an F1mut-V-Soc fusion
protein on a Hoc™Soc™ bacteriophage particle via Soc from a
phage T4 or a T4-related bacteriophage. Enlarged capsomers
show models of capsomes before and after F1mut-V display.
Upon binding of fusion protein, the T4 phage particle is
decorated with the fusion protein.

In one embodiment of the present invention, fusion pro-
teins encompassing mutated F1 and V of ¥ pestis are
expressed in bacteria E. Coli cells and purified from cell-free
lysates of E. Coli cell cultures.

In some embodiments of the present invention, an immu-
nogenic amount of a vaccine comprising a purified mutated
F1 antigen of Yersinia pestis and an adjuvant is administered
to a subject. This vaccine may be administered to a subject via
an intramuscular route. In another embodiment of the present
invention, an immunogenic amount of a vaccine comprising a
purified recombinant protein Flmut-V and an adjuvant is
administered to a subject. In one embodiment of the present
invention, an immunogenic amount of a vaccine comprising a
purified recombinant protein of F1mut-V10 and an adjuvant
is administered to a subject.

In some embodiments of the present invention, vaccines
encompassing T4-decorated purified recombinant proteins
such as Flmut-V-Soc and F1lmut-V-Soc-YscF are adminis-
tered to a subject without any adjuvant. The approaches to
administer the vaccines may vary. The vaccines may be
administered via an intramuscular route, oral route, or any
other appropriate routes.

As shown in some examples of the present application,
purified bivalent F1mut-V monomers induces robust immu-
nogenicity. In addition, the T4-decorated fusion protein
Flmut-V (fusion protein Flmut-V bound on T4 nanopar-
ticles), without any adjuvant, induced balanced T,,1 and T;,2
responses. Both the soluble and T4 decorated F1mut-V pro-
vide approximately 100% protection to mice and rats against
intranasal challenge with high doses of Y. pestis CO92. Inclu-
sion of YscF showed a slight enhancement in the potency of
F1-V plague vaccine, whereas a replacement of V with V10
mutant, which lacks the putative immunosuppressive
sequence, did not significantly alter vaccine efficacy. These
results provided new insights into plague vaccine design and
produced next generation plague vaccine candidates by over-
coming some of the concerns associated with the current
subunit vaccines.

The description of the present invention is enhanced by the
various examples that follow.
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EXAMPLES

Materials and Methods

Ethics Statement

This study was conducted in accordance with the recom-
mendations in the Guide for the Care and Use of Laboratory
Animals of the National Institutes of Health. The protocols
were reviewed and approved by the Institutional Animal Care
and Use Committees of the University of Texas Medical
Branch, Galveston, Tex., (Office of Laboratory Animal Wel-
fare assurance number: A3314-01) and The Catholic Univer-
sity of America (Office of Laboratory Animal Welfare assur-
ance number: A4431-01).
DNA, Bacteria, and Bacteriophage

The T7 promoter containing F. coli expression vector
pET28Db is used for recombinant plasmid construction. The
template DNAs containing Y. pestis F1,V, or YscF are kindly
provided by Dr. Richard Borschel from the Walter Reed Army
Institute of Research (Silver Spring, Md.). E. coli XL.-10 Gold
cells are used for the initial transformation of clones. The
plasmid DNAs are then re-transformed into E. coli BL.21
(DE3) RIPL for expression of recombinant proteins. The
Hoc™Soc™ phage T4 is propagated on E. coli P301 and puri-
fied by CsCl gradient centrifugation.
Construction of Plague Recombinant Plasmids

The DNAs encoding F1, V, or YscF are amplified by PCR
using primers containing appropriate restriction site(s) (Nhel/
Xhol for F1 and YscF, and Nhel/HindIII for V). The PCR
products are purified, digested with appropriate restriction
enzymes, and ligated with pET-28b vector DNA digested
with the same restriction enzymes. The resulting plasmids
had F1,V, or YscF coding sequences fused in-frame with the
23 aa vector sequence containing a hexa-histidine tag at the
NH,-terminus. The YscF mutant, YscF35/67, which con-
tained point mutations ataa 35 (Asn to Ser) and 67 (Ile to Thr)
is amplified by overlap PCR®'! followed by digestion with
Nhel and Xhol enzymes. YscF35/67 DNA is then ligated into
the linearized pET28b vector. The F1mut1, in which the first
14 aa residues are deleted and fused to the COOH-terminus
with atwo aa (Ser-Ala) linker, is constructed by two rounds of
PCR. The first round of PCR is performed to amplify F1
fragment in which the NH,-terminal 14 aa residues are
deleted. This PCR product is used as a template for the second
round of PCR using a forward primer containing Nhel restric-
tion site and a reverse primer containing the NH,-terminal 14
aa residues and Xhol restriction site. The PCR fragment is
then inserted into Nhel and Xhol linearized pET28b vector.

To construct F1mut2 in which aa residues 15 to 21 are
duplicated at the COOH-terminus, a reverse primer with a
S'-tag corresponding to the 15 to 21 aa sequence and Xhol
restriction site is used for PCR amplification. The Flmut2
fragment is then inserted into Nhel and Xhol linearized
pET28b vector. To construct F1-V recombinants, V is first
amplified and inserted into BamHI and HindIII linearized
pET28b vector to generate the pET-V clone. F1 and Flmut2
are amplified with primers containing Nhel and BamHI
restriction sites, digested with Nhel and BamH]I, and ligated
with the pET-V vector DNA digested with the same restric-
tion enzymes. The resulting F1-V and Flmut-V plasmids
contain F1 or Flmut in-frame fusion with V and a 23-aa
vector sequence containing the hexa-histidine sequence at the
NH,-terminus of F1. The F1mut-V10 is amplified by overlap
PCR using F1mut-V as the template and the mutated DNA is
inserted into the Nhel and HindIII linearized pET28b vector.

T4 Soc gene or phage RB69 Soc gene is fused with V, F1,
orYscF with a two amino acid linker Gly-Ser by overlap PCR
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and the amplified DNA is inserted into the pET28b vector.
The fused products V-T4 Soc, F1-T4 Soc, V-RB69Soc, and
F1-RB69 Soc are further fused to YscF by overlap PCR to
generate V-Soc (T4 or RB69)-YscF and F1-Soc (T4 or
RB69)-YscF. A two amino acid linker Gly-Ser is used as a
linker between Soc and YscF. To construct F1-V-Soc clones,
RB69 Soc gene is first amplified with end primers containing
HindIII and Xhol restriction sites and inserted into the Hin-
dIII and Xhol linearized pET28b vector. This clone is then
linearized by digestion with Nhel and HindIII restriction
enzymes. Flmut-V and Flmut-V10 DNAs are amplified by
using the end primers containing Nhel and HindIII restriction
sites and inserted into the above plasmid. The resulting clones
contain F1mut-V or F1mut-V10 fused in-frame to the NH,,-
terminus of RB69 Soc and also contain the flanking vector
sequences containing two hexa-histidine tags at both NH,—
and COOH-termini. The Flmut-V-Soc is then fused with
YscF by overlap PCR with a two amino acid linker Gly-Ser
between Soc and YscF. All of the clones are sequenced (Ret-
rogen, CA) and only the clones containing approximately
100% sequence accuracy are used for protein purification.
Bioinformatics Analysis

The structural models of F1, V, YscF, and a T4 phage
nanoparticle are constructed using Chimera version1.4.1.1%
The T cell epitopes are predicted using MetaMHC, anew web
server which integrates the outputs of leading predictors by
several popular ensemble strategies.!%* This is shown to gen-
erate statistically significant results that are more reliable than
the individual predictors.[®®! For the CD4* T cell epitope
prediction, F1 protein sequence is screened against 14 human
MHC-II alleles. Peptides identified as positive ones by at least
one predictor method are considered as potential CD4* T cell
epitopes. For the CD8* T cell epitope prediction, F1 is
screened against 57 human MHC-I alleles. Peptides identi-
fied as positive by at least one ensemble predictor approaches
are considered to be potential CD8" T cell epitopes. Default
values are used for both the T cell epitope predictions.
Over-Expression, Solubility Analysis and Purification of
Recombinant Plague Immunogens

The E. coli BL21 (DE3) RIPL cells harboring various
plague recombinant plasmids constructed as above are
induced with 1 mM IPTG for 1 to 2 h at 30° C. The cells are
harvested by centrifugation at 4,000 g for 15 min at 4° C. and
the pellets are resuspended in 50 mM Tris-HCI (pH 8.0).
Solubility analysis is carried out using bacterial protein
extraction reagent (B-PER). The cells are lysed with B-PER
and centrifuged at 12,000 g for approximately 10 min. The
soluble supernatant and insoluble pellet fractions are ana-
lyzed by SDS-polyacrylamide gel electrophoresis (PAGE) as
follows. The samples are boiled in a buffer containing SDS
and f-mercaptoethanol, and are electrophoresed on a 12% or
15% (w/v) polyacrylamide gel. Since the protein aggregates
will be dissociated into monomers under these conditions.
The molecular weight differences reflect sizes of the polypep-
tide chains of F1, F1mutl, and F1mut2. For example, F1mut1
and Fmut2 are approximately 1.6 kDa and 2.2 kDa larger than
F1 because F1mut] has a two amino acid linker Ser-Ala and
an eight amino acid His-tag comprising SEQ ID NO: 2 at the
C-terminus. Flmut2, in addition, has the duplicated T cell
epitope comprising SEQ ID NO: 1.

For protein purification, the cells are resuspended in a
binding bufter (50 mM Tris-HCI pH 8.0, 300 mM NaCl and
20 mM imidazole) containing proteinase inhibitor cocktail.
The cells are lysed by a French press at 12,000 psi and the
soluble fractions containing the His-tagged fusion proteins
are isolated by centrifugation at 34,000 g for 20 min. The
supernatants are filtered through 0.22 pum filters and loaded
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onto 1 ml HISTRAP column pre-equilibrated with 20 ml of
binding buffer. After washing with the binding buffer con-
taining S0 mM imidazole, the proteins are eluted with 20-500
mM linear imidazole gradient. The peak fractions containing
the desired protein are concentrated by AMICON Ultra-4
centrifugal filtration (approximately 10 kDa cut-oft; Milli-
pore). The proteins are further purified by gel filtration on
Hi-load 16/60 SUPERDEX 200 column (AKTA-FPLC)ina
buffer containing 20 mM Tris-HCI, pH 8.0 and 100 mM
NaCl. The peak fractions containing the purified proteins are
concentrated and stored at —80° C. The native F1 recombinant
proteins are purified from the pellet containing the insoluble
inclusion bodies. The pellet is dissolved in the binding buffer
containing 8 M urea and loaded onto 1 ml HISTRAP column
pre-equilibrated with the same buffer. The proteins are rena-
tured by washing the column with a decreasing urea gradient
(8 to 0 M) in the binding buffer. The bound proteins are then
eluted with 20-500 mM linear imidazole gradient. If neces-
sary, the peak fractions from the HISTRAP column are con-
centrated by AMICON Ultra-4 centrifugal filtration (approxi-
mately 10 kDa cut-off). The proteins are further purified by
gel filtration on Hi-load 16/60 SUPERDEX 200 column as
described above.

The levels of lipopolysaccharide (LPS) contamination in
the purified recombinant Y. pestis antigens from E. coli; F1,
LerV, YscF, and Flmut-V, are determined using ENDOSAFE
PTS system. This system consists of a handheld spectropho-
tometer and utilizes FDA approved disposable cartridges. At
least three batches of each antigen are tested. The endotoxin
levels ranged from 0.05 to 0.8 EU/ml, substantially lower
than the maximum recommended in gene vectors and subunit
vaccines, 10 and 20 EU/ml respectively, for preclinical
research.[®!]

In Vitro Binding of Plague Antigens on Phage T4 Capsid

In vitro binding of plague-Soc fusion protein on Hoc™Soc™
T4 phage is carried out as previously described.?->%-321
About 3x10'° phage particles are sedimented for 45 min at
34,000 gin EPPENDORF LOBIND tubes and resuspended in
phosphate-buffered saline (PBS) bufter (pH 7.4). Various Soc
fusion proteins are incubated with the resuspended Hoc™Soc™
phage at 4° C. for 45 min. The phage particles are sedimented
at 34,000 g for 45 min and the supernatant containing the
unbound protein is discarded. The phage pellet containing the
bound plague antigen(s) is washed twice with excess buffer
containing 20 mM Tris-HC1 pH 8 and 100 mM NaCl. The
final pellets are resuspended in PBS buffer (pH 7.4) and
analyzed by SDS-PAGE. The gels are stained with Coo-
massie Blue R250 and the protein bands are quantified by
laser densitometry. The density of Soc fusion protein, gp23*,
and gp18 (major tail sheath protein; approximately 70 kDa)
bands are determined for each lane separately and the copy
number of bound plague antigen molecules per capsid is
calculated using the known copy numbers of gp23* (930
molecules per capsid) or gp18 (138 molecules per capsid). A
saturation binding curve relating the number of bound plague
protein-Soc molecules per capsid (Y) and the concentration
ofunbound protein in the binding reaction (X) is generated by
SIGMAPLOT software. The apparent Kd (association con-
stant) and Bmax (maximum copies of Soc fusion protein
bound per capsid) are determined using the following equa-
tion as programmed in the SIGMAPLOT software:

_ BumX
T Kd+X
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Mouse Immunizations and Challenge

Six to eight weeks female Balb/c mice (17-20 g) are pur-
chased from Jackson Laboratories (Bar Harbor, Me.) and
randomly grouped and acclimated for 7 days. Equivalent
amounts of plague immunogen molecules, either soluble or
phage-bound, are used for each immunization. For immuni-
zation of soluble antigens, the purified proteins (10 ng/mouse/
immunization) are adsorbed on alhydrogel containing 0.19
mg of aluminum per dose. For the T4 displayed antigens, the
phage particles are directly used without any adjuvant (10 pg
of plague antigen/mouse/immunization). On days 0, 21 and
42, mice are vaccinated via the intramuscular route. Alternate
legs are used for each immunization. Blood is drawn from
each animal on days 0 (pre-bleeds), 35 and 49 and the sera
obtained are stored frozen at —70° C. On day 56, mice are
intranasally challenged with ¥ pestis CO92 BEI strain [65]
using the indicated LD,,. Animals are monitored and
recorded twice daily for mortality or other symptoms for 48 to
88 days. The animals that survived are re-challenged intrana-
sally at 48 or 88 days post-first challenge with the indicated
LD, and monitored twice daily for a further 48 days.
Rat Immunization and Challenge

Female Brown Norway rats (approximately 50-75 g) are
purchased from Charles River (Houston, Tex.). Upon arrival,
animals are weighed and randomized into the treatment
groups and are acclimated for several days before manipula-
tion. The plague immunogens are prepared as described
above. On days 0, 21 and 42, rats are vaccinated via the
intramuscular route with 15 pg antigen in 50 ul PBS buffer.
Alternate legs are used for each immunization. On day 56,
animals are intranasally challenged with 5,000 LD, of ¥.
pestis CO92 BEI strain and are monitored twice daily for 30
days and clinical symptoms of disease and survival recorded.
Determination of IgG and IgG Subtype Antibodies

The IgG titers are determined by ELISA. Briefly, 96-well
microtiter plates are coated with approximately 10 ng/well of
purified F1, V, YscF, F1-V or FlmutV antigen at 4° C. over-
night. Following blocking and washing, sera from naive and
immunized mice are serially diluted and incubated with the
affixed antigens for 1 h at room temperature. Following sev-
eral washes, horseradish peroxidase (HRP)-conjugated goat
anti-mouse IgG secondary antibody is added to the wells at a
dilution of 1:10,000. After incubation for 1 h at room tem-
perature, the unbound antibody is removed and the wells are
washed several times and the TMB (3,3',5,5'-tetramethylben-
zidine) substrate is added. Following a 20 min incubation to
develop the color, the reaction is quenched by the addition of
2 NH,SO, and the absorbance is read at 450 nm using an
ELISA reader. For IgG subtypes, horseradish peroxidase-
conjugated goat anti-mouse 1gG1 or IgGG2a secondary anti-
bodies are used.
Cytokines Analysis

Seven days after the second boost (day 49), mice are sac-
rificed and spleens are harvested to prepare splenocytes using
the lymphocyte separation medium. The isolated lympho-
cytes are adjusted to approximately 5x10° cells/ml and 1 ml
of lymphocytes seeded into each well. Triplicate cultures
from each group are stimulated with purified F1-V (10
ng/ml). Additional control stimulators included medium only
and concanavalin A (5 pg/ml). After approximately 48 h
incubation at 37° C. in a humidified (5% CO, in air) incuba-
tor, culture supernatants are collected. Cytokines are mea-
sured using a multiplex assay. The results are analyzed in
Prism and the statistical significance is determined by one
way ANOVA with Bonferroni correction.



US 9,328,149 B2

19

Accession Numbers of Genes

F1 capsule antigen (cafl) [GenelD: 1172839, Sequence:
NC_003134.1 (85950.86462)], lerV [GenelD: 1172676;
Sequence: NC_003131.1(21935.22915, complement)], yscF
[GenelD: 1172700, Sequence: NC_003131.1
(41026.41289)], and soc (RB69Soc) [GenelD:1494143,
Sequence: NC_004928.1 (14980.15216, complement)].

Example 1
Designing a Soluble Monomeric F1 Mutant

Panel A of FIG. 2 is a schematic of native F1, Flmut1, and
F1lmut2 recombinant constructs. Shade 210 shows a coding
sequence of adonor f-strand of F1. Shade 212 shows a coding
sequence ofa T cell epitope region. Shade 214 shows a rest of
the F1 coding sequence. Native F1 has one hexa-histidine tag
of SEQ ID NO: 2 shown in shade 216 at the NH,-terminus of
F1, whereas Flmutl and Flmut2 have two hexa-histidine
tags of SEQ ID NO: 2 shown in shade 216, one at the NH,-
terminus of F1 and another at the COOH-terminus of F1. The
numbers above the shades 210, 212 and 216 correspond to the
positions of amino acid residues of F1, for example, number
1 corresponds to the first NH,-terminal amino acid residue of
F1, number 14 corresponds to the 14th NH,-terminal amino
acid residue of F1, and number 21 corresponds to the 21th
NH,-terminal amino acid residue of F1.

Panel B of FIG. 2 shows an expression and solubility
analysis of the recombinant proteins constructed according to
the schematic in Panel A of FIG. 2. The recombinant F1
proteins are over-expressed by adding IPTG to 1 mM final
concentration. The samples at O h, 1 h, or 2 h time points are
analyzed by SDS-PAGE (15% gel) and Coomassie Blue
staining. The positions of F1 protein bands are marked with
arrows. The samples at 1 h or 2 h time points are analyzed for
solubility using the B-PER reagent. “S” refers to soluble
fraction (supernatant from 12,000 g centrifugation of the
lysate). “P” refers to insoluble fraction (pellet). “M” refers to
molecular weight standards.

Data in Panel B of FIG. 1 demonstrates that an over-
expression of the F1 gene in a heterologous system such as F.
coli exposes the unfilled hydrophobic cleft, resulting in
uncontrolled aggregation of F1 subunits into insoluble inclu-
sion bodies. As shown in image of Coomassie Blue in Panel B
of FIG. 1, all of the over-produced F1 protein partitioned into
the pellet (lane 8) and none is detected in the supernatant (lane
7). Denaturation of the insoluble protein recovered some of
the F1 protein into the soluble fraction but it still aggregates
rapidly leading to precipitation (in the HISTRAP column)
upon removal ofthe denaturant. Similar aggregation behavior
of F1 is observed in previously published studies.>*31
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According to disclosed embodiments, shifting of the NH,,-
terminal 3-strand of F1 to the COOH-terminus of F1 reorients
the p-strand such that it fills its own cleft (intra-molecular
complementation) (Panel B of FIG. 1), and furthermore, it no
longer requires the assistance of chaperone or usher proteins.
In this example, an F1 mutant (recombinant protein F1mutl)
is constructed by deleting the NH,-terminal donor strand
[amino acid (aa) residues 1-14] and fusing it to the COOH-
terminus with a short linker (Ser-Ala) in between (Panel A of
FIG. 2). The recombinant F1mutl, as predicted, folded into a
soluble protein in the absence of CaflM or CaflA, and
approximately 70% of the protein partitioned into the cell-
free lysate (see lanes 9 and 10 of Panel B of FIG. 2). In
addition, the mutated F1 protein is expressed at significantly
higher levels than that of the native F1 protein after IPTG
induction (Panel B of FIG. 2, compare lane 5 with lane 3).

The recombinant protein Flmut1 is purified from the cell-
free lysates by HISTRAP affinity chromatography followed
by Hi-load 16/60 SUPERDEX 200 gel filtration. The molecu-
lar weight of Flmutl peak fraction is calculated from the
calibration curve constructed by gel filtration on the same
column of standard proteins of known molecular weight
[Thyroglobulin (669 kDa), Ferritin (440 kDa), Catalase (232
kDa), aldolase (158 kDa), Ovalbumin (43 kDa), RNase A (14
kDa), and Albumin (67 kDa)]. A gel filtration profile showes
that the Flmut1 is eluted as a symmetrical peak correspond-
ing to a molecular mass of approximately 19 kDa (Panel C of
FIG. 2), a monomer, suggesting that the interlocking mecha-
nism had shifted from inter- to intra-molecular interactions.
The insert in Panel C of FIG. 2 shows the purity of Flmutl
protein after SDS-PAGE and Coomassie Blue staining of the
peak fraction. Similar results are obtained with the recombi-
nant protein Flmut2. See Materials and Methods described
above for additional details.

Example 2
Restoring the Potential T Cell Epitopes of F1 Mutant

Inthis example, a bioinformatics approach is used to deter-
mine if shifting of the NH,-terminal $-strand of F1 to the
COOH-terminus of F1 disrupts the NH,-terminal epitopes of
F1. The aa residues 7 to 20 are reported to contain a mouse
H-2-IA? restricted CD4* T cell epitope.

CD8* and CD4* T cell epitopes are predicted using
MetaMHC with default values. Peptides identified as positive
by at least one ensemble predictor approach are considered to
be potential CD8"* T cell epitopes or potential CD4™ T cell
epitopes.

Predicted CD8+ T cell epitopes are shown in Table 1 below.
Highlighted cells indicate high ranking scores that predict a
potential CD8+ T cell epitope. Predicted CD4+ T cell
epitopes are shown in Table 2 below.

TABLE 1

The predicted CD8' T cell epitopes:

Methods uged for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
HLA 138-146 YTDAVTVTV 59.3 138 117 94 .4 0.999 0.8421
A*0101 (SEQ ID NO: 6)
62-70 FTDAAGDPM 325.9 539.9 1602 137.2 0.996 61.987 0.8149
(SEQ ID NO: 7)
6-14 STTATATLV 9916.2 2678.2 6400 2134 .6 0.979 9.4645 0.7374
(SEQ ID NO: 8)
3-11 LTASTTATA 9123.5 2350.9 14883 2462.3 0.9775 8.2556 0.736

(SEQ ID NO:
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
115-123 ATGSQDFFV 10097.4 3794.7 10875 2877.3 0.974 7.0794 0.7257
(SEQ ID NO: 10)
74-82 FTSQDGNNH 11247 .4 8291.7 7860 4523.7 0.9738 4.4891 0.7047
(SEQ ID NO: 11)
15-23 EPARITLTY 15146 4479 .6 19506 2814.7 0.9571 5.3529 0.687
(SEQ ID NO: 12)
55-63 TTSTSVNFT 11617. 6486 .9 5267 13117 0.9567 1.5686 0.6576
(SEQ ID NO: 13)
HLA 138-146 YTDAVTVTV 15 67.4 15 10.9 0.9982 33.9982 0.7844
A*0201 (SEQ ID NO: 6)
115-123 ATGSQDFFV 552 526 .2 196 350.5 0.9726 10.7835 0.696
(SEQ ID NO: 10)
HLA 138-146 YTDAVTVTV 52.7 111.8 70 19.1 0.984 17.2995 0.7035
A*0202 (SEQ ID NO: 6)
115-123 ATGSQDFFV 140.4 218.1 103 328.2 0.9691 9.4752 0.663
(SEQ ID NO: 10)
106-114 NLVGDDVVL 231.2 128.6 216 1028.5 0.9694 6.7764 0.6441
(SEQ ID NO: 14)
HLA 3-11 LTASTTATA 64 283.8 39 66 .4 0.9796 14 .9505 0.6862
A*0203 (SEQ ID NO: 9)
138-146 YTDAVTVTV 185.1 280.1 54 40.6 0.9729 13.3352 0.6779
(SEQ ID NO: 6)
9-17 ATATLVEPA 153.1 279.9 88 282.7 0.9666 9.7571 0.6611
(SEQ ID NO: 15)
HLA 138-146 YTDAVTVTV 84 32.8 0.9965 0.84
A*0204 (SEQ ID NO: 6)
115-123 ATGSQDFFV 64 329.5 0.9924 0.7991
(SEQ ID NO: 10)
6-14 STTATATLV 316 1289.2 0.9734 0.7298
(SEQ ID NO: 8)
HLA 138-146 YTDAVTVTV 8 21.7 11 6.8 0.9972 30.8606 0.7174
A*0206 (SEQ ID NO: 6)
115-123 ATGSQDFFV 111.2 169.1 92 108.1 0.9767 13.0157 0.6561
(SEQ ID NO: 10)
6-14 STTATATLV 105.4 197.8 109 196 .2 0.974 11.7425 0.6501
(SEQ ID NO: 8)
62-70 FTDAAGDPM 105.3 155 188 202 0.9704 11.1491 0.6483
(SEQ ID NO: 7)
HLA 138-146 YTDAVTVTV 3 12 3 2.2 0.9948 0.7157
A*0211 (SEQ ID NO: 6)
138-146 YTDAVTVTV 7.5 58.9 4 6.4 0.9957 0.7545
(SEQ ID NO: 6)
HLA 40-48 ELLVGTLTL 101.8 730 16 779.8 0.9667 0.6778
A*0212 (SEQ ID NO: 16)
115-123 ATGSQDFFV 226 .3 488.7 442 156 .2 0.9656 0.6732
(SEQ ID NO: 10)
106-114 NLVGDDVVL 247.9 39.7 42 1517 .4 0.9749 0.6711
(SEQ ID NO: 14)
HLA 138-146 YTDAVTVTV 7.9 11.2 8 4.4 0.9975 0.7406
A*0216 (SEQ ID NO: 6)
115-123 ATGSQDFFV 21.3 106 .5 14 47.8 0.982 0.7051
(SEQ ID NO: 10)
40-48 ELLVGTLTL 50.5 183 6 419.3 0.9769 0.68
(SEQ ID NO: 16)
HLA 138-146 YTDAVTVTV 24.8 144 .3 6 6.4 0.9961 0.786
A*0219 (SEQ ID NO: 6)
40-48 ELLVGTLTL 14 .5 73.9 20 948 .5 0.9924 0.7409
(SEQ ID NO: 16)
106-114 NLVGDDVVL 1750.7 69.4 437 2545.1 0.9702 0.6701
(SEQ ID NO: 14)
HLA 138-146 YTDAVTVTV 9.4 62.6 93 0.9824 0.6073

A*0250 (SEQ ID NO: 6)
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
HLA 44-52 GTLTLGGYK 126.9 257.8 64 110.4 0.997 23.4818 0.7992
A*0301 (SEQ ID NO: 17)
124-132 RSIGSKGGK 214.8 262 216 478.9 0.9941 16.634 0.7735
(SEQ ID NO: 18)
129-137 KGGKLAAGK 2747.1 1541 3933 2306.2 0.9718 3.4371 0.6822
(SEQ ID NO: 19)
121-129 FFVRSIGSK 7891 2239.3 1377 2222.7 0.9674 2.4575 0.6512
(SEQ ID NO: 20)
HLA 66-74 AGDPMYLTF 4777 .4 1719.5 17696 6562.3 0.9758 -0.0957 0.6669
A*2402 (SEQ ID NO: 21)
113-121 VLATGSQDF 4354.9 2130.2 9448 23998.5 0.9675 -0.6753 0.63
(SEQ ID NO: 22)
HLA 70-78 MYLTFTSQD 429.7 14.1 5500 4652.3 0.9702 0.6988
A*2403 (SEQ ID NO: 23)
66-74 AGDPMYLTF 4908.1 657.3 6978 562.4 0.9502 0.6667
(SEQ ID NO: 21)
76-84 SQDGNNHQF 6312.4 1996.8 8479 280.8 0.9417 0.6609
(SEQ ID NO: 24)
HLA 38-46 DTELLVGTL 2226.2 144.8 5822 0.9912 0.712
A*2501 (SEQ ID NO: 25)
15-23 EPARITLTY 2130.9 983.7 489.2 0.9916 0.7099
(SEQ ID NO: 12)
111-119 DVVLATGSQ 1974.1 838 15236.1 0.9866 0.6961
(SEQ ID NO: 26)
HLA 15-23 EPARITLTY 2018.5 998.8 3308 181.3 0.9869 49.4191 0.7747
A*2601 (SEQ ID NO: 12)
111-119 DVVLATGSQ 4874 .1 1326 .4 14407 3963.9 0.9785 14 .8468 0.6999
(SEQ ID NO: 26)
62-70 FTDAAGDPM 13964 .4 1384.7 15541 1849.9 0.9625 10.934 0.6612
(SEQ ID NO: 7)
HLA 15-23 EPARITLTY 497.2 45 .4 341 28.8 0.9863 0.7377
A*2602 (SEQ ID NO: 12)
62-70 FTDAAGDPM 9574.8 98.6 255 123.4 0.9826 0.6744
(SEQ ID NO: 7)
38-46 DTELLVGTL 3879.3 144.9 727 448.9 0.9746 0.6701
(SEQ ID NO: 25)
111-119 DVVLATGSQ 753 496 .8 23192 686.8 0.954 0.6666
(SEQ ID NO: 26)
HLA 40-48 ELLVGTLTL 709.4 1251.8 22809.6 0.9576 0.6582
A*2603 (SEQ ID NO: 16)
62-70 FTDAAGDPM 3008.3 208.3 3780.2 0.9818 0.6514
(SEQ ID NO: 7)
15-23 EPARITLTY 4313.2 308.5 1759.7 0.9874 0.6448
(SEQ ID NO: 12)
111-119 DVVLATGSQ 3972 3400.1 7218.6 0.97 0.6188
(SEQ ID NO: 26)
HLA 15-23 EPARITLTY 817.4 225.2 819 330.8 0.9846 7.8134 0.7289
A*2902 (SEQ ID NO: 12)
63-71 TDAAGDPMY 294.1 289.8 10993 6113.4 0.9609 1.925 0.6728
(SEQ ID NO: 27)
HLA 16-24 PARITLTYK 13.4 50.5 241 44 .7 0.9877 79.8723 0.7132
A*3001 (SEQ ID NO: 28)
124-132 RSIGSKGGK 80 124 .6 40 25.5 0.9839 0.7067
(SEQ ID NO: 18)
44-52 GTLTLGGYK 113.6 111.5 447 79.9 0.9746 53.7159 0.6804
(SEQ ID NO: 17)
52-60 KTGTTSTSV 343.5 246.5 4727 78.7 0.9538 43.5615 0.651
(SEQ ID NO: 29)
HLA 43-51 VGTLTLGGY 83.5 123.7 11113 766.9 0.9816 8.8231 0.7082
A*3002 (SEQ ID NO: 30)
130-138 GGKLAAGKY 340.2 120.4 17505 1539.2 0.97 4.012 0.6751
(SEQ ID NO: 31)
44-52 GTLTLGGYK 412.6 544 201 244.9 0.9704 17.395 0.6682

(SEQ ID NO: 17)
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
HLA 52-60 KTGTTSTSV 126 159.6 226.8 0.986 4.5679 0.7168
A*3201 (SEQ ID NO: 29)
54-62 GTTSTSVNF 191.7 189 280.8 0.9842 3.8872 0.7078
(SEQ ID NO: 32)
138-146 YTDAVTVTV 127.1 657.1 211.7 0.9868 3.9987 0.7051
(SEQ ID NO: 6)
118-126 SQDFFVRSI 229.3 152.9 357.6 0.9804 3.6174 0.7051
(SEQ ID NO: 33)
11-19 ATLVEPARI 530.4 229.1 1193.7 0.971 1.7813 0.6793
(SEQ ID NO: 34)
40-48 ELLVGTLTL 277.7 468.9 3716.4 0.948 1.2904 0.6759
(SEQ ID NO: 16)
21-29 LTYKEGAPI 1060 1051.9 105.1 0.9694 2.4168 0.6706
(SEQ ID NO: 35)
5-13 ASTTATATL 420.5 663.4 2591.9 0.9314 1.0012 0.6686
(SEQ ID NO: 36)
HLA 10-18 TATLVEPAR 203.2 276.6 145 491 0.9861 24.3677 0.7268
A*3301 (SEQ ID NO: 37)
HLA 10-18 TATLVEPAR 12.3 21.3 5 45.3 0.9916 26.7757 0.7406
A*6801 (SEQ ID NO: 37)
116-124 TGSQDFFVR 277.4 112.5 143 345.2 0.9682 8.9889 0.6706
(SEQ ID NO: 38)
HLA 138-146 YTDAVTVTV 11.3 45.8 33 14.6 0.9977 35.8551 0.7478
A*6802 (SEQ ID NO: 6)
6-14 STTATATLV 21 74 .6 48 16.7 0.9952 31.6877 0.7379
(SEQ ID NO: 8)
3-11 LTASTTATA 57.3 199.7 143 30.5 0.9869 23.3999 0.714
(SEQ ID NO: 9)
9-17 ATATLVEPA 13.6 158.7 46 254.6 0.9898 25.4081 0.7134
(SEQ ID NO: 15)
64-72 DAAGDPMYL 53.9 176 .6 50 152.9 0.9878 21.2437 0.7059
(SEQ ID NO: 39)
58-66 TSVNFTDAA 79.1 275.1 57 108.6 0.9864 20.2662 0.7026
(SEQ ID NO: 40)
55-63 TTSTSVNFT 71.3 370.1 180 301.2 0.9786 16.061 0.6862
(SEQ ID NO: 13)
115-123 ATGSQDFFV 245 364.1 186 242.7 0.9777 13.1418 0.6747
(SEQ ID NO: 10)
HLA 138-146 YTDAVTVTV 5.1 17 6 6.1 0.9996 0.7974
A*6901 (SEQ ID NO: 6)
6-14 STTATATLV 37 99.8 85 31.4 0.9954 0.7522
(SEQ ID NO: 8)
62-70 FTDAAGDPM 62.3 164 .3 133 173.2 0.9902 0.7268
(SEQ ID NO: 7)
3-11 LTASTTATA 253.2 406.9 93 72.5 0.988 0.7166
(SEQ ID NO: 9)
40-48 ELLVGTLTL 48.2 312.8 60 1953.4 0.9872 0.6987
(SEQ ID NO: 16)
21-29 LTYKEGAPI 219.7 425.8 196 441.6 0.9811 0.6951
(SEQ ID NO: 35)
64-72 DAAGDPMYL 240.4 326.5 107 760.4 0.9808 0.6914
(SEQ ID NO: 39)
115-123 ATGSQDFFV 913 233 .4 392 161.5 0.9822 0.6856
(SEQ ID NO: 10)
HLA 15-23 EPARITLTY 124.9 229.1 5377.4 0.9902 0.7414
A*8001 (SEQ ID NO: 12)
43-51 VGTLTLGGY 4753 905 5409.9 0.9706 0.6655
(SEQ ID NO: 30)
HLA 99-107 SPKVNGENL 228.5 212.6 67 171.5 0.9934 27.4616 0.7759
B*0702 (SEQ ID NO: 41)
13-21 LVEPARITL 1215.9 992.8 719 1098.3 0.98 12.0184 0.7088
(SEQ ID NO: 42)
HLA 40-48 ELLVGTLTL 2672.6 972.1 12249 2018.3 0.9656 12.651 0.6924

B*0801 (SEQ ID NO: 16)
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
HLA 99-107  SPKVNGENL 11002 7279 34987 32977. .9864 0.7136
B*0802 (SEQ ID NO: 41)
15-23 EPARITLTY 15131. 37002.1 47882 28063. .8898 0.6892
(SEQ ID NO: 12)
HLA 99-107  SPKVNGENL 10361 1984.5 .9912 0.7064
B*0803 (SEQ ID NO: 41)
113-121  VLATGSQDF 15753. 8917.4 .9409 0.6339
(SEQ ID NO: 22)
HLA 113-121  VLATGSQDF 136. 461.7 186 75. .9918 19.6771 0.7104
B*1501 (SEQ ID NO: 22)
21-29 LTYKEGAPI 358. 556.7 6195 560. .9733 8.8593 0.6541
(SEQ ID NO: 35)
76-84 SQDGNNHQF 1347. 636.9 392 1836. .9626 6.8116 0.6345
(SEQ ID NO: 24)
HLA 113-121  VLATGSQDF 64. 45.1 426. .9846 0.6889
B*1502 (SEQ ID NO: 22)
40-48 ELLVGTLTL 1719. 40.2 4329. .9742 0.6078
(SEQ ID NO: 16)
HLA 136-144  GKYTDAVTV 29. 17.1 100. .9726 6.5537 0.6379
B*1503 (SEQ ID NO: 43)
113-121  VLATGSQDF 50. 62.9 40. .983 6.1082 0.6327
(SEQ ID NO: 22)
HLA 81-89 NHQFTTKVI 975. 314.6 3588 .9972 0.7275
B*1509 (SEQ ID NO: 44)
5-13 ASTTATATL 8. 2.4 11. .9946 0.6826
(SEQ ID NO: 36)
HLA 21-29 LTYKEGAPI 14. 2.4 6. .9966 0.6791
B*1517 (SEQ ID NO: 35)
54-62 GTTSTSVNF 6. 20.6 7. .996 0.6748
(SEQ ID NO: 32)
11-19 ATLVEPARI 18. 9.2 113. .9858 0.6589
(SEQ ID NO: 34)
HLA 15-23 EPARITLTY 2718. 3623.5 3568 967. .9762 -0.6173 0.6864
B*1801 (SEQ ID NO: 12)
39-47 TELLVGTLT 4635. 2931.7 4242 2985. .9686 -2.4987 0.651
(SEQ ID NO: 45)
HLA 93-101  SRDFDISPK 1778. 608.6 2340 1789. .9728 0.668
B*2705 (SEQ ID NO: 46)
17-25 ARITLTYKE 2303. 1806.8 2470 1058. .9648 0.6639
(SEQ ID NO: 47)
HLA 15-23 EPARITLTY 7. 6.2 7 3. .9998 46.8204 0.7968
B*3501 (SEQ ID NO: 12)
62-70 FTDAAGDPM 75. 127.7 64 83. .9919 22.3804 0.7274
(SEQ ID NO: 7
68-76 DPMYLTFTS 131. 126.4 244 286. .9878 16.4819 0.701
(SEQ ID NO: 48)
114-122 LATGSQDFF 219. 234.7 410 960. .9804 12.0409 0.6738
(SEQ ID NO: 49)
63-71 TDAAGDPMY 919. 417.9 330 5103 .9728 6.4352 0.6286
(SEQ ID NO: 27)
HLA 81-89 NHQFTTKVI 13519. 1538.5 9323 .986 0.6706
B*3801 (SEQ ID NO: 44)
76-84 SQDGNNHQF 10354. 31596.3 8218. .9864 0.6638
(SEQ ID NO: 24)
23-31 YKEGAPITI 22462. 5741.3 2616 . .9576 0.6413
(SEQ ID NO: 50)
13-21 LVEPARITL 12930. 16142.5 21508. .9318 0.6298
(SEQ ID NO: 42)
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction

NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
HLA 23-31 YKEGAPITI 92.8 448.5 1006 130.3 0.994 0.7821
B*3901 (SEQ ID NO: 50)
76-84 SQDGNNHQF 591.4 888.1 923 1546 .4 0.9824 0.7411
(SEQ ID NO: 24)
81-89 NHQFTTKVI 829.9 514.5 3308 1208.6 0.9856 0.7363
(SEQ ID NO: 44)
106-114 NLVGDDVVL 498.2 150.2 10302 3234.2 0.9788 0.7294
(SEQ ID NO: 14)
40-48 ELLVGTLTL 657 859.5 3849 2156.6 0.9814 0.7276
(SEQ ID NO: 16)
138-146 YTDAVTVTV 535 2034.1 3891 1988.3 0.9764 0.7268
(SEQ ID NO: 6)
118-126 SQDFFVRSI 3188 2262.4 11730 482.6 0.9668 0.7021
(SEQ ID NO: 33)
136-144 GKYTDAVTV 1996 .9 2257.1 27576 3282 .4 0.9532 0.6833
(SEQ ID NO: 43)
82-90 HQFTTKVIG 1740.5 903 31399 5769.3 0.9484 0.6763
(SEQ ID NO: 51)
5-13 ASTTATATL 2971.7 6783.5 7131 5936 .5 0.945 0.6582
(SEQ ID NO: 36)
HLA 24-32 KEGAPITIM 633.3 324.1 1947 323 0.993 49.5406 0.7902
B*4001 (SEQ ID NO: 52)
104-112 GENLVGDDV 324.2 212.4 549 1126 0.9942 0.7883
(SEQ ID NO: 53)
76-84 SQDGNNHQF 7692 .4 2253.1 3933 9227.5 0.9732 6.7596 0.6504
(SEQ ID NO: 24)
HLA 24-32 KEGAPITIM 278.8 168.4 1968 257.6 0.9943 7.5012 0.797
B*4002 (SEQ ID NO: 52)
94-102 RDFDISPKV 180.5 182.6 9146 114.8 0.9957 8.4816 0.7955
(SEQ ID NO: 54)
104-112 GENLVGDDV 1786 .1 1299.1 3766 5638.9 0.9873 -0.5968 0.7061
(SEQ ID NO: 53)
24-32 KEGAPITIM 2228.9 4184.8 3344 4613.7 0.9866 -1.1406 0.6988
(SEQ ID NO: 52)
39-47 TELLVGTLT 6837.2 4189.4 8297 3091.9 0.967 -3.4574 0.6657
(SEQ ID NO: 45)
HLA 104-112 GENLVGDDV 1315.4 1032.2 2055 2673 .4 0.9873 0.9949 0.7412
B*4403 (SEQ ID NO: 53)
39-47 TELLVGTLT 3615 3983.7 2033 1195.1 0.981 0.2632 0.7263
(SEQ ID NO: 45)
24-32 KEGAPITIM 3337.2 2480.6 3646 1339.2 0.9762 -0.2196 0.7244
(SEQ ID NO: 52)
HLA 104-112 GENLVGDDV 590.1 512.4 1183 864 .6 0.9891 6.1365 0.7583
B*4501 (SEQ ID NO: 53)
39-47 TELLVGTLT 1293 493.9 6263 524 .2 0.9823 4.0199 0.7377
(SEQ ID NO: 45)
24-32 KEGAPITIM 3597 5363.6 6829 3068.3 0.9686 -1.167 0.6769
(SEQ ID NO: 52)
1-9 ADLTASTTA 4385.1 665.2 6756 11184 .4 0.967 -1.7047 0.6456
(SEQ ID NO: 55)
HLA 62-70 FTDAAGDPM 10726 .5 1559.4 7426 .4 0.9924 0.6837
B*4601 (SEQ ID NO: 7)
134-142 AAGKYTDAV 11109.7 4486.5 23447.9 0.9854 0.6623
(SEQ ID NO: 56)
21-29 LTYKEGAPI 10059.8 40641 3883.3 0.9884 0.6606
(SEQ ID NO: 35)
138-146 YTDAVTVTV 14000.4 14907.6 12652.9 0.9708 0.6284
(SEQ ID NO: 6)
HLA 82-90 HQFTTKVIG 5396.5 6738 25374.6 0.9632 0.648
B*4801 (SEQ ID NO: 51)
HLA 15-23 EPARITLTY 9933.7 9019.8 2722 4595.8 0.9884 -3.8522 0.7363

B*5101 (SEQ ID NO: 12)
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TABLE 1-continued

The predicted CD8" T cell epitopes:

Methods usgsed for epitope prediction
NetMHC
Allele Position peptide ANN SMM NetMHC Pan Consensus PM AvgTanh
21-29 LTYKEGAPI 13786.2 1897.6 11858 2786.3 0.9867 -4.5475 0.7234
(SEQ ID NO: 35)
68-76 DPMYLTFTS 19139.2 12211.3 4676 13716.9 0.964 -6.6504 0.6432
(SEQ ID NO: 48)
99-107 SPKVNGENL 16209.7 8779.6 10758 16892.2 0.9688 -7.2877 0.6411
(SEQ ID NO: 41)
HLA 15-23 EPARITLTY 64.4 132.5 16 11.6 0.9988 22.6049 0.8709
B*5301 (SEQ ID NO: 12)
114-122 LATGSQDFF 1316.3 435.3 8208 3083 0.9822 0.3717 0.7594
(SEQ ID NO: 49)
68-76 DPMYLTFTS 6521.6 6540 1499.6 3350.5 0.9707 -2.0248 0.7135
(SEQ ID NO: 48)
HLA 68-76 DPMYLTFTS 1187.7 3591.9 1422 1200.2 0.9923 5.0207 0.7715
B*5401 (SEQ ID NO: 48)
15-23 EPARITLTY 11348.1 4909.2 13947 1004.¢6 0.9534 -1.6201 0.6938
(SEQ ID NO: 12)
133-141 LAAGKYTDA 4189.1 256 2969 18742.4 0.985 0.2011 0.684¢6
(SEQ ID NO: 77)
3-11 LTASTTATA 8053.3 208.7 15208 7990.1 0.9726 -1.6094 0.6826
(SEQ ID NO: 9
27-35 APITIMDNG 3514.5 941.3 2123 30694.5 0.9767 -0.4824 0.6633
(SEQ ID NO: 57)
114-122 LATGSQDFF 591 986.9 16054 2744 .5 0.9814 9.3313 0.7484
(SEQ ID NO: 49)
HLA 21-29 LTYKEGAPI 3004.6 3996.2 27279 1461.1 0.9637 2.7728 0.7142
B*5701 (SEQ ID NO: 35)
54-62 GTTSTSVNF 11032.9 3347.2 2551 746.9 0.9736 6.411 0.6923
(SEQ ID NO: 32)
HLA 114-122 LATGSQDFF 34 248 759 490.4 0.9892 0.7752
B*5801 (SEQ ID NO: 49)
54-62 GTTSTSVNF 1243 692.7 1347 371.7 0.9816 0.7332
(SEQ ID NO: 32)
5-13 ASTTATATL 1739 1663.3 14099 1009.3 0.9636 0.6952
(SEQ ID NO: 36)
HLA 1-9 ADLTASTTA 33384 .6 237.6 30447.1 0.85 0.5741
B*7301 (SEQ ID NO: 55)
TABLE 2
The predicted CD4" T cell epitopes:
Positive prediction by the
Position Peptide Allele indicated approaches
101-121 KVNGENLVGDDVVLATGSQDF DRB1_ 0301 TEPITOPE, SMM-align, Consensus, PM
(SEQ ID NO: 58) & AvgTanh
83-101 QFTTKVIGKDSRDFDISPK DRB1_ 0301 SMM-align
(SEQ ID NO: 59)
101-121 KVNGENLVGDDVVLATGSQDF DRB1_ 0401 SMM-align, Consensus, and MetaSVMp
(SEQ ID NO: 58)
68-86 DPMYLTFTSQDGNNHQFTT DRB1_ 0401 LA Kernel, SMM-align, Consensus, PM
(SEQ ID NO: 60) & AvgTanh and MetaSVMp
36-63 NIDTELLVGTLTLGGYKTGTTS DRB1_ 0401 SMM-align, Consensus, PM & AvgTanh
TSVNFT and MetaSVMp
(SEQ ID NO: 61
135-149 AGKYTDAVTVTVSNQ DRB1_ 0401 LA Kernel

(SEQ ID NO: 62)
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TABLE 2-continued

The predicted CD4" T cell epitopes:

Positive prediction by the

Position Peptide Allele indicated approaches
36-54 NIDTELLVGTLTLGGYKTG DRB1_0404 SMM-align, Consensus, PM & AvgTanh
(SEQ ID NO: 63) and MetaSVMp
68-83 DPMYLTFTSQDGNNHQ DRB1_0404 LA Kernel, Consensus and PM

(SEQ ID NO: 64)

64-83 DAAGDPMYLTFTSQDGNNHQ DRB1_ 0405 SMM-align, PM & AvgTanh and
(SEQ ID NO: 65) MetaSVMp
1-18 ADLTASTTATATLVEPAR DRB1_0701 LA Kernel, SMM-align, Consensus and
(SEQ ID NO: 66) PM
133-149 LAAGKYTDAVTVTVSNQ DRB1_ 0701 LA Kernel and Consensus

(SEQ ID NO: 67)

47-63 TLGGYKTGTTSTSVNFT DRB1_ 0701 SMM-align
(SEQ ID NO: 68)

115-135 ATGSQDFFVRSIGSKGGKLAA DRB1_0802 TEPITOPE
(SEQ ID NO: 69)

17-35 ARITLTYKEGAPITINIDNG DRB1_0901 SMM-align and MetaSVMp
(SEQ ID NO: 70)

1-15 ADLTASTTATATLVE DRB1_ 0901 Consensus
(SEQ ID NO: 71)

34-48 NGNIDTELLVGTLTLGGYKTGT DRB1_1302 LA Kernel and MetaSVMp
(SEQ ID NO: 72)

No positive results DRB1_1101

39-54 TELLVGTLTLGGYKTG DRB1_1501 SMM-align and MetaSVMp
(SEQ ID NO: 73)

116-135  TGSQDFFVRSIGSKGGKLAA DRB1_1501 SMM-align
(SEQ ID NO: 74)

83-120 QFTTKVIGKDSRDFDISPKVNGE DRB3_0101 LA Kernel, SMM-align, Consensus, PM
NLVGDDVVLATGSQD & AvgTanh and MetaSVMp
(SEQ ID NO: 75)

33-47 DNGNIDTELLVGTLT DRB3_0101 LA Kernel
(SEQ ID NO: 76)

No positive results DRB4_0101
No positive results DRBS_0101

Of'the fifty-three predicted 9-mer CD8* T cell epitopes that and F1mut-V10, respectively. Native fusion protein F1-V is

encompassed 46 human MHC-I alleles (Table 1), four pep- constructed by fusing native F1 to the NI, -terminus of native
Udf?s (aa residues: 9-1.7, 10-18{ 11-19 and 13.'21) fall in this 5o V. Shade 320 represents the coding sequence of V antigen.
region; of the 9 peptides predicted to contain CD4™ T cell Shade 322 represents the coding sequence of putative immu-

epitopes (Table 2), only one (aa residues 1-18) belongs to this
region. The integrity of these potential linear epitopes may be .
restored by extending the sequence of the switched strand by ng antlgen.hRes.t ththg shadeshr epresent(;he same as shov;n
up to the aa residue 21, which can be done by duplicating the in FIG. 2, wherein shade 210 shows a co 1ng sequence ol a
NH,-terminal residues from 15 to 21 of F1 at the COOH- 55 donor p-strand of F1, shade 212 shows a coding sequence of

nomodulatory sequence that is a part of the coding sequence

terminus. A recombinant protein F1mut2 is accordingly con- a T cell epitope region, shade 214 shows a rest of the F1

structed (Panel A of FIG. 2) and tested. The F1mut2 behaves coding sequence, and shade 216 shows a hexa-histidine tag of
in a similar manner as the Flmutl with respect to over- SEQ ID NO: 2.

production and solubility (Panel B of FIG. 2, lanes 12-15), Fusion of Flmut2 to V can generate a bivalent plague

and is also purified as a monomer (data not shown). 60 vaccine. Consequently, in this example, a mutated F1-V

fusion protein (F1mut-V) is produced by fusing Flmut2 to

Example 3 the NH,-terminus of V with a two amino acid linker (Ser-Ala)

in between and the solubility of the fusion protein F 1mut-V is

Construction of Mutated F1-V Immunogens compared to that of the native polymeric F1-V.
65  The Y pestis V antigen is reported to induce interleukin
Panel A of FIG. 3 shows a set of schematics of construction (IL)-10 and suppress the production of pro-inflammatory

of'recombinant proteins encompassing native F1-V, Flmut-V cytokines such as interferon (IFN)-y and tumor necrosis fac-
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tor (INF)-a, which may lead to lowering of innate immunity
in vaccinated individuals.*! A truncated V in which the
COOH-terminal 30 aa residues (271-300) are deleted (re-
ferred to as “V10” mutation) is reported to lack this immu-
nomodulatory function.'**! A mutated F1mut-V10 recombi-
nant is therefore constructed by deleting these residues (Panel
A of FIG. 3).

Expression and solubility analysis of F1-V constructs are
performed using the B-PER reagent. The samples of lysates
are analyzed by SDS-PAGE and Coomassie Blue staining
(Panel B of FIG. 3). The positions of the F1-V protein bands
are marked with arrows 330. “S” represents soluble fraction
(supernatant from 12,000 g centrifugation of the lysate), “P”
represents insoluble fraction (pellet), and “M” represents
molecular weight standards. See Materials and Methods
described above for additional details.

F1-V, Flmut-V and F1mut-V10 are expressed in E. coli
and purified by HISTRAP column chromatography followed
by Hi-load 16/60 SUPERDEX 200 gel filtration. A calibra-
tion graph in Panel C of FIG. 3 is generated by passing various
molecular weight standards through the same column [Thy-
roglobulin (669 kDa), Ferritin (440kDa), Catalase (232 kDa),
aldolase (158 kDa), Ovalbumin (43 kDa), RNase A (14 kDa),
and Albumin (67 kDa)]. The insert in Panel C of FIG. 3 shows
the purity of F1-V, F1mut-V, and F 1mut-V10 proteins follow-
ing SDS-PAGE and Coomassie Blue staining of the peak
fractions, wherein shade 350 represents eluted protein F1-V,
shade 360 represents eluted protein F1lmut-V, and shade 370
represents eluted protein F1mut-V10.

The native F1-V, as reported previously,?%**! is insoluble
and partitioned into inclusion bodies (lanes 5 and 6 of Panel B
of FIG. 3). Denaturation and refolding solubilized some of
the protein but the protein is also eluted, as is reported previ-
ously,*® over a wide range of high molecular weight sizes in
a gel filtration column (shade 350 in Panel C of FIG. 3).
Flmut-V protein, on the other hand, is nearly approximately
100% soluble (lanes 7 and 8 of Panel B of FIG. 3) and eluted
as a symmetrical peak corresponding to a molecular weight of
approximately 64 kDa, equivalent to the mass of monomeric
Flmut-V fusion protein (shade 360 of Panel C of FIG. 3). The
yield of Flmut-V is quite high, approximately 20 mg pure
protein per liter of the E. coli culture. The mutant protein
Flmut-V10 is also highly soluble and may be purified as a
monomer (shade 370 in Panel C of FIG. 3).

Stability of F1-V and F1mut-V proteins is tested by treat-
ment with increasing amounts of trypsin at room temperature
overnight. In Panel D of FIG. 3, the ratios shown above the gel
correspond to the ratios of F1-V or Flmut-V proteins to
trypsin (wt:wt). As shown in the image of Coomassie Blue
stained SDS-PAGE (15%) gel in Panel D of FIG. 3, stability
of Flmut-V protein to trypsin digestion is similar to that of the
native F1-V protein.

Example 4

Designing an Oligomerization Deficient YscF
Mutant

Inclusion of YscF might expand the breadth of efficacy of
F1-V plague vaccine formulation to ¥. pestis strains contain-
ing variantV antigens,[*®) or of those strains devoid of capsule
but highly virulent in nature.[***%! Since YscF is a structural
component of the injectisome of Y. pestis, over-production of
this protein caused aggregation.[**) In this example, a mutant
YscF is constructed by mutating the aa residues Asn35 and
Ile67, that are involved in oligomerization (Asn35 changed to
Ser, and Ile67 changed to Thr) (see Panel A of FIG. 4).[4°]
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YscF and YscF35/67 mutant proteins are purified (Panel B
of FIG. 4). Purity of YscF and YscF35/67 proteins are ana-
lyzed by SDS-PAGE and Coomassie Blue staining of the peak
fractions (Panel C of FIG. 4). The gel filtration profiles in
Panel B of FIG. 4 shows that the native YscF 420 is eluted as
a broad peak spanning the entire high molecular weight
range, which is consistent with the formation of heterodis-
perse aggregates, while the YscF35/67 mutant protein 440 is
eluted as two peaks, one as a high molecular weight aggre-
gating near the void volume, and a second peak correspond-
ing to a molecular mass of approximately 22 kDa, which is
equivalent to a dimer. This result indicates that YscF35/67
mutant protein is soluble. The mutant dimer does, however,
show slow aggregation during concentration and storage, as
evident by the appearance of small amounts of precipitates.

Example 5

Decorating the Phage T4 Nanoparticle with F1 and V
Antigens

In this example, a large number of F1, V, F1-V, and YscF
recombinant proteins, both in native and mutated forms, are
fused to the NH,- and/or the COOH-termini of either a phage
T4 Soc ora T4-related phage RB69 Soc and screened for their
solubility as well as ability to bind to T4 phage nanoparticles.

Panel A of FIG. 5 is a schematic of Soc-fusions. Shade 502
represents Soc and shade 504 represents YscF. The rest of the
shades represent the same as shown in FIG. 2 and FIG. 3,
wherein shade 210 shows a coding sequence of a donor
[-strand of F1, shade 212 shows a coding sequence ofa T cell
epitope region, shade 214 shows a rest of the F1 coding
sequence, and shade 216 shows a hexa-histidine tag of SEQ
ID NO: 2, shade 320 represents the coding sequence of V
antigen, and shade 322 represents the coding sequence of
putative immunomodulatory sequence that is a part of the
coding sequence of V antigen.

As shown in Panel A of FIG. 5, recombinant protein V-Soc
is produced by fusing V to the NH,-terminus of Soc, recom-
binant protein V-Soc-YscF is produced by fusing V to the
NH,-terminus of Soc and fusing Y'scF to the COOH-terminus
of Soc, recombinant protein Flmut-V-Soc is produced by
fusing recombinant protein F1mut-V to the NH,-terminus of
Soc, recombinant protein F1lmut-V-Soc-YscF is produced by
fusing YscF to the COOH-terminus of recombinant protein
Flmut-V-Soc, and recombinant protein F1mut-V10-Soc is
produced by fusing recombinant protein F1mut-V10 to the
NH,-terminus of Soc.

The Soc fusion proteins in panel A are over-expressed and
purified as described above in Materials and Methods. The
purity of the proteins is evaluated by SDS-PAGE and Coo-
massie Blue staining (see Panel B of FIG. 5). Lane M corre-
sponds to molecular weight standards. Lane 1 corresponds to
recombinant protein V-Soc. Lane 2 corresponds to recombi-
nant protein F1mut-V-Soc. Lane 3 corresponds to recombi-
nant protein F1mut-V10-Soc. Lane 4 corresponds to recom-
binant protein V-Soc-YscF. Lane 5 corresponds to
recombinant protein F1lmut-V-Soc-YscF.

Panel C of FIG. 5 shows a display of a fusion protein
Flmut-V-Soc on phage T4 nanoparticles. Approximately
3x10'° Hoc™Soc™ phage particles are incubated at the indi-
cated ratios of F1mut-V-Soc molecules to capsid binding sites
and display is carried out as described above in Materials and
Methods. The ratios of Flmut-V-Soc molecules to capsid
binding sites are labeled above each lane of the SDA-Page
gel. U and B represent the unbound and phage-bound frac-
tions. The lane of Phage control is a control experiment
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wherein Hoc™ Soc™ phage is used. The position of gp23* band
542 is labeled with a dark arrow. F1mut-V-Soc bands pointed
by a gray arrow present in bound lanes but do not present in
phage control lane.

Saturation binding curve of Flmut-V-Soc is shown in
Panel D of FIG. 5. The density volumes of bound and
unbound proteins from SDS-PAGE (Panel C of FIG. 5) are
determined by laser densitometry and normalized to that of
gp23* present in the respective lane. The copy numbers are
determined in reference to gp23* (930 copies per capsid). The
data are plotted as one site saturation ligand binding curve and
fitted by non-linear regression using the SIGMAPLOT 10.0
software and the calculated binding parameters are shown.
“Kd” refers to apparent binding constant. “Bmax” refers to
maximum copy number per phage nanoparticle.

Image in Panel E of FIG. 5 shows a cryo-electron micro-
graph of wild-type control phage T4. Image in Panel F of FIG.
5 shows a cryo-electron micrograph of phage T4 decorated
with Flmut-V. Arrows point to a layer of fuzzy projections
around the perimeter of the capsid in the F1mut-V decorated
phage nanoparticles.

In this example, a series of nanoparticle decorated plague
immunogens are prepared, including all three plague immu-
nogens displayed on the same capsid using the F1mut-V-Soc-
YscF35/67 fusion protein (Panel G of FIG. 5, lane 4). Various
Soc fusion proteins are further displayed on phage T4 for
immunizations (see Panel G of FIG. 5). In Panel G of FIG. 5,
“M” refers to molecular weight standards, “Phage control”
means that Hoc™ Soc™ phage nanoparticles are used in the
experiment. The numbers above the SDS-PAGE correspond
to various Soc fusion proteins used in the experiment, respec-
tively, wherein “1” corresponds to V-Soc, “2” corresponds to
Flmut-V-Soc, “3” corresponds to V-Soc-YscF, “4” corre-
sponds to Flmut-V-Soc-YscF, and “5” corresponds to
Flmut-V10-Soc. Gray arrows show the positions of various
displayed protein bands. Presence of a second fainter and
shorter band in lanes 3 and 4 pointed by dark arrows indicate
that some of the C-terminally fused YscF is cleaved off by
nonspecific proteolysis.

Disclosed embodiments show that the RB69 Soc binds to
T4 capsid at nearly the same affinity as T4 Soc.>* The RB69
Soc-fused plague antigens, with the exception of the native
F1-Soc, produce soluble proteins whereas the T4 Soc-fused
antigens are insoluble. Several of phage RB69 immunogens
are purified (see Panel B of FIG. 5) and tested for binding to
T4 using the disclosed previously established in vitro assem-
bly system. A result shown in Panel C and D of FIG. §
exemplifies the versatility of the T4 nanoparticle display.
Consistent with the crystal structure of Soc, which showed
that both the NH,- and COOH-termini are exposed on the
capsid surface, the plague immunogens F1mut and V could be
efficiently displayed as an F1mut-V fusion protein that in turn
is fused to the NH,-terminus of Soc (Panel C of F1G. 5). At the
same time, its COOH-terminus could be fused to YscF35/67,
and the resultant Flmut-V-Soc-YscF35/67 fusion protein
containing all three plague immunogens could be displayed
on T4 capsid (see Panel G of FIG. 5, lane 4).

The 66 kDa F1mut-V-Soc bound to T4 even at a relatively
low 1:1 ratio of F1mut-V-Soc molecules to Soc binding sites
(Panel C of FIG. 5, gray arrow). Binding of the F1mut-V-Soc
to T4 increased with increasing ratio of the 66 kDa Flmut-
V-Soc to T4 and reached saturation at a ration approximately
from 20:1 to 30:1. The copy number of bound F1mut-V-Soc
per capsid (Bmax) is 663, which meant that approximately
76% of the Soc binding sites are occupied, and its apparent
binding affinity (Kd) is 292 nM, which is approximately
4-fold lower than that of Soc binding (K =75 nM) (Panel D of
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FIG. 5).P* This is consistent with the expectation that the 66
kDa F1mut-V-Soc, unlike the 10 kDa Soc, would encounter
steric constraints to occupy all the binding sites on the capsid
exterior. Given this limitation, the observed copy number is
remarkably high, with the capsid surface presumably tightly
packed with the F1mut-V molecules, as a model shown in
Panel F of FIG. 1, and exposing, consequently, the plague
antigen epitopes for presentation to the immune system.
Indeed, cryo-electron microscopy showed that these T4
capsids, unlike the wild-type capsids (Panel E of FIG. 5), are
decorated with a layer of Flmut-V molecules, seen as fuzzy
protrusions around the perimeter of the capsid wall (Panel F
of FIG. 5).

Example 6

The Mutated F1-V Monomer Induced Robust
Immunogenicity and Protective Efficacy

In this example, the immunogenicity and protective effi-
cacy of Flmut-V and other plague immunogens are evaluated
in a mouse model. Balb/c mice, twelve per group, are vacci-
nated with various plague antigens adjuvanted with alhydro-
gel as shown in Panel A of FIG. 6. Immunization scheme is
shown in Panel B of FIG. 6. Antigen-specific antibody (IgG)
titers in the sera are determined by ELISA, using purified V
(Chart I of Panel C of FIG. 6), F1mut2 (Chart II of Panel C of
FIG. 6), or YscF35/67 (Chart I1I of Panel C of FIG. 6) as the
coating antigen. No significant cross-reactivity is observed
between the antibodies produced against one plague antigen
versus a different plague antigen that is coated on the ELISA
plate. Error bars represent S.D. “*** in Panel C of FIG. 6
denotes p<0.001 (ANOVA).

The data shows that all the three plague antigens adju-
vanted with alhydrogel induce antigen-specific antibodies
(Panel C of FIG. 6). The V antigen induced the highest titers
with the end point titer reaching as high as approximately
7x10°. The YscF antigen is the least immunogenic (Chart II1
of Panel C of FIG. 6), with the endpoint titers about approxi-
mately 1-2 orders of magnitude lower than that of F1 and V
antigens (Chart I and Chart II of Panel C of FIG. 6). No
significant differences in Fl-specific antibody titers are
observed among the various groups (i.e., F1-V versus
Flmut-V versus F1-V+YscF) (see Chart I1 of Panel C of FIG.
6). Importantly, the monomeric Flmut-V induced compa-
rable antibody titers as the native polymeric F1-V, suggesting
that the capsular structure of F1 per se does not afford a
significant advantage to induction of antibodies. However,
unexpectedly, the V-specific IgG titers are at least an order of
magnitude higher when Y'scF is also included in the vaccine
(p<0.001) (Chart I of Panel C of FIG. 6; compare F1-V to
F1-V+Ysch).

Intranasal challenge of animals with 90 LDy, of Y. pestis
CO92 [1 LD4,=100 colony forming units (CFU) in Balb/c
mice], one of the most lethal strains, shows that all the control
mice died by day 3. However, the mice immunized with
native Vimmunogen shows approximately 83% survival (two
of twelve mice died), whereas the mice immunized with
F1-V, Flmut-V, or F1-V plus YscF are approximately 100%
protected (see Panel D of FIG. 6).

The survived mice are re-challenged with a higher dose,
9,800 D5, of Y. pestis CO92 on day-48 post-first challenge.
The purpose of re-challenge is to determine if a strong adap-
tive immunity is generated after first infection with ¥. pestis,
which should in turn confer a much higher level of protection
against subsequent challenges. Indeed, disclosed data shows
that all of the mice survived the re-challenge except two mice
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in the native F1-V group that succumbed to infection (ap-
proximately 83% protection) (Panel D of FIG. 6). All of the
naive animals of same age which are used as a re-challenge
control died as expected. These efficacy results show that the
monomeric Flmut-V is as efficacious as or even slightly
better than the native F1-V polymer. The soluble monomeric
F1 mutant protein elicits robust antibody titers and provides
complete protection in a mouse model of pneumonic plague.
In this example, the animal mortality data is analyzed by
Kaplan Meier’s survival estimates and a p value of approxi-
mately 0.05 or less is considered significant.

Example 7

The T4 Nanoparticle Arrayed Antigens Provided
Complete Protection Against Y. pestis

Pneumonic Challenge

The immunogenicity of nanoparticle decorated plague
antigens is tested by vaccinating mice with phage T4 par-
ticles. The immunogenicity and protective efficacy of T4
displayed plague immunogens are evaluated in a mouse
model using the same immunization scheme as described and
shown in Panel B of FIG. 6. Panel A of FIG. 7 shows the T4
displayed plague immunogen groups, wherein there are
twelve mice per group. The Soc-fused plague immunogens
are displayed on T4 phage particles and the amount of the
antigen is kept the same as that of the soluble preparations
shown in FIG. 6. However, the T4 nanoparticle displayed
immunogens are directly used for vaccination without any
adjuvant. Antigen-specific antibody (IgG) titers are deter-
mined by ELISA (Panel B of FIG. 7). The data shows that the
T4 displayed plague antigens induce comparable antibody
titers as the adjuvanted soluble antigens (Panel B of FIG. 7).

The data In Panel C of FIG. 7 shows survival of vaccinated
mice against intranasal challenge with 90 LDy, of ¥. pestis
C092. The survived mice are re-challenged with approximat-
ley 9,800 LDy, at day-48 post-first challenge. The animal
mortality data is analyzed by Kaplan Meier’s survival esti-
mates and a p value of 0.05 or less is considered significant.

The challenge data shows that all the T4 decorated plague
antigens, including the V alone group, provided approxi-
mately 100% protection to mice against intranasal challenge
with 90 LDy, of ¥. pestis CO92; all the control animals died
by day 4. Upon re-challenge on day 48 post-first challenge
with 9,800 LD, all of the mice are completely protected (see
Panel C of FIG. 7). As expected, the control re-challenge
group of mice succumbed to infection. Overall, these data
suggested that the T4 nanoparticle arrayed plague antigens
might be more potent than the soluble antigens, as two deaths
in each of the V and F1-V groups of mice occurred with the
soluble vaccines (see Panel D of FIG. 6) but not with the T4
vaccines.

This example demonstrates that the T4 nanoparticle dis-
played plague immunogens induced robust immunogenicity
and protective efficacy against pneumonic plague.

Example 8

The T4 Nanoparticle Antigens Induced Balanced
T,1 and T2 Immune Response

Stimulation of both arms of the immune system, humoral
(T52) and cellular (T41), is probably essential for protection
against Y. pestis infection.[%****** In mice, the T,,1 profile
involves induction of antibodies belonging to Ig(G2a subclass
whereas the T2 profile primarily involves the induction of
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IgG1 subclass. To determine the specificity of antibodies
induced by soluble vs T4 displayed antigens, the subclass IgG
titers are determined by ELISA (see FIG. 8). The immuniza-
tion scheme adopted in this example is the same as that
described and shown in Panel B of FIG. 6. Seven days after
the second boost, sera are collected and IgG1 and IgG2a titers
are determined by ELISA. FImut-V is used as the coating
antigen, since it covers all the epitopes present in both
Flmut-V and Flmut-V10.

FIG. 8 shows that the T4 displayed plague immunogens
generated balanced T,1 (IgG1) and T2 (Ig(G2a) responses.
Data shows that the soluble antigens and the T4 displayed
antigens induced comparable IgG1 titers (T2 response)
(Panel A of FIG. 8) whereas the T4 antigens evoked 1-2 orders
of magnitude higher IgG2a titers than the soluble antigens
(T41 response) (Panel B of FIG. 8). These results suggest that
the T4 decorated plague immunogens stimulated stronger
cellular responses as well as humoral responses, whereas the
soluble antigens showed a bias towards the humoral
responses as is observed in the previous studies.™9

Note that the sera of the control T4 phage-immunized mice
show higher background. This is because T4 phage nanopar-
ticles, as demonstrated in previous studies, induces a strong
antibody response to its components. Consequently, the sera
from T4 phage-immunized mice will have increased amounts
of IgGs compared to the pre-immune sera, giving more non-
specific background at low dilutions of the sera. Data shown
are the antibody titers of 12 mice in each group with S.D.
(error bars). “*”: p<0.05; “**¥*”: p<0.001 (ANOVA).

Example 9

Flmut-V and F1mut-V10 Showed Similar
Immunogenicity and Protective Efficacy Profiles

The immunogenicity and protective efficacy of Flmut-V
vs Flmut-V10 is evaluated by three criteria: F1- and V-spe-
cific antibody titers, cytokine responses, and protection
against Y. pestis CO92 challenge. The immunogenicity and
protective efficacy of Flmut-V and F1mut-V10 are compared
both as adjuvanted soluble antigens or adjuvant-free T4 nano-
particle decorated antigens.

The vaccine formulations used in the study, eight mice per
group, are shown in Panel A of FIG. 9. Total F1-V specific
antibody titers are determined by ELISA (see Panel B of FIG.
9). Note that the sera of the control T4 phage-immunized mice
show higher background than the pre-immune sera, probably
because T4 phage induces a strong antibody response to its
components which raises the levels of the IgGs in the sera and
gives more non-specific background at low dilutions.

Panel C of FIG. 9 shows survival of vaccinated mice
against intranasal challenge with 5,350 LDy, of ¥ pestis
CO92. The survived mice are re-challenged with 20,000
LD, atday-88 post-first challenge. The animal mortality data
is analyzed by Kaplan Meier’s survival estimates and a p
value of 0.05 or less is considered significant. F1mut-V and
F1lmut-V10 mutants show comparable immunogenicity and
protection against pneumonic plague.

Seven days after the second boost (day-49), mice (5 per
group) are sacrificed and spleens are harvested. The spleno-
cytes are cultured and stimulated by purified F1-V protein.
Cytokines levels are determined as described in Materials and
Methods.

Both the F1- and V-specific IgG antibodies (see Panel B of
FIG. 9) and subclass IgG titers (Panel A and Panel B of FIG.
8) are not significantly different between the Flmut-V and
F1mut-V10 immunized groups of mice when the immunogen
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used is soluble and alhydrogel-adjuvanted. However, when
decorated on phage T4 nanoparticle with no adjuvant,
FlmutV elicited higher total IgG (see Panel B of FIG. 9) and
1gG1 titers (see Panel A of FIG. 8) than F1mutV10 (p<0.05).
These trends are also reflected in the production of the TH2
cytokines, I[.-4 and IL.-5, by splenocytes of immunized mice
stimulated ex vivo with F1-V. Similar levels of IL-4 and IL-5
are produced by the soluble F1mut-V and F1mut-V10 anti-
gens or the T4-displayed F1mut-V, whereas the T4 displayed
Flmut-V10 showed slightly reduced levels (FIG. 10). The
induction of proinflammatory cytokines, such as IL.-1a and
IL-1p is also similar, irrespective of whether the antigens are
soluble or T4 displayed (FIG. 10). However the levels of
TNF-c, an inflammatory mediator that synergistically acts
with IFN-y to help bridge the gap between innate and cell-
mediated immune responses, are significantly higher in mice
immunized with soluble F1mut-V10 than those immunized
with F1lmut-V (FIG. 10). However, the trend is opposite when
Flmut-V and Flmut-V10 immunogens are T4 displayed,
although the data does not reach statistical significance. In
fact, the T4 displayed Flmut-V10 induce overall weaker
IFN-y and cytokine responses when compared to its F1mut-V
counterpart.

With respect to animal survival, both the Flmut-V and
Flmut-V10 immunogens, either soluble or T4 displayed, pro-
vided approximately 100% protection to mice upon intrana-
sal challenge with 5,350 LDy, of ¥. pestis CO92 (see Panel C
of FIG. 9), with the control animals dying by day 3. When the
mice are re-challenged with an extremely high LD, (20,000)
on day 88 post-first challenge, all the groups showed approxi-
mately 100% protection except the T4-displayed F1mut-V10
group in which one mouse died (approximately 92% protec-
tion) (see Panel C of FIG. 9). All of the naive re-challenge
control animals died by day 4.

Example 10

The Mutated and T4 Displayed Plague Antigens
Provided Approximately 100% Protection Against
Pneumonic Plague in a Brown Norway Rat Model

To further test the efficacy of the mutated immunogens, a
study on Brown Norway rat model of pneumonic plague is
conducted. Rats,*”! the natural host of ¥, pestis, are vacci-
nated with alhydrogel adjuvanted Flmut-V, and Flmut-V10
as well as the T4 nanoparticle displayed F1mut-V and F 1mut-
V10 (Panel A of FIG. 11). Vaccine formulations used in
various groups, twelve rats per group, are shown in Panel A of
FIG. 11. The same immunization scheme as shown in Panel B
of FIG. 6 is used and the animals are challenged with a 5,000
LD, of ¥. pestis CO92. The soluble antigens (groups 2-4) are
adjuvanted with alhydrogel. The T4 displayed groups con-
tained no adjuvant. (B) Survival of vaccinated rats against
intranasal challenge with 5,000 LD, of Y. pestis CO92. The
animal mortality data is analyzed by Kaplan Meier’s survival
estimates and a p value of 0.05 or less is considered signifi-
cant. The data showed that all the control animals died by day
4 whereas all the F1mut-V and F1 mut-V10 immunized ani-
mals are approximately 100% protected (Panel B of FIG. 11).
Therefore, the mutated and T4 displayed plague antigens
provided complete protection against Y. pestis CO92 in a
Brown Norway rat model of pneumonic plague.

Discussion

This present invention proposes three hypotheses to design
a soluble monomeric plague vaccine, yet retaining its struc-
tural and epitope integrity. First, disclosed embodiments
hypothesize that the $-strand that connects the adjacent F1
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subunits requires repositioning. This is achieved by trans-
planting the NH,-terminal f3-strand to the COOH-terminus in
such a way that the reoriented [-strand fits into its own
[-sheet cleft rather than that of the adjacent F 1 subunit. It also
eliminated the need for chaperone and usher mediated oligo-
merization as there would no longer be an unfilled $-sheet
pocket exposed in the F1 subunit. Second, by using epitope
predictions, the NH,-terminal aa residues 15-21 of F1 flank-
ing the f-strand are duplicated at the COOH-terminal end of
F1 to restore any potential T-cell epitopes that might have
been lost during the switch. This is important, because, in a
previous study, a simple p-strand switch produced a less
stable monomer with diminished immunogenicity.*®! Third,
the mutated F1 is fused to the NH,-terminus of V with a
flexible linker in between to minimize interference between
the F1 and V domains. The bivalent Flmut-V immunogen
thus produced shows a remarkable shift in solubility, from an
insoluble F1-V polymer to a completely soluble monomer
(FIG. 3). The monomer may be purified from cell-free lysates
at high yields, approximately 20 mg of pure protein from a
liter of E. coli culture, which, in some disclosed embodi-
ments, may be substantially increased under optimized con-
ditions in a fermentor.

Several lines of evidence demonstrate that the Flmut-V
monomer is as efficacious as, if not better than, the native
F1-V polymer. In four separate immunization studies and two
animal models (FIGS. 6, 7, 9, and 11), Flmut-V induces
robust immunogenicity and protective efficacy. It shows simi-
lar levels of F1- and V-specific antibody titers as the native
F1-V, and no significant differences are observed in T,1 vs
T2 specific IgG subclass titers. Furthermore, Flmut-V over-
all shows stronger cytokine responses and conferred approxi-
matey 100% protection in vaccinated mice and rats, including
when very high doses of ¥, pestis CO92, approximately 5,350
LDy, for first challenge and approximately 20,000 LD, for
re-challenge, are administered by the intranasal route (FIG.
9). The native F1-V, on the other hand, shows slightly lower
protection (approximately 83%) upon re-challenge (FIG. 6).

The possibility of increasing the breadth and potency of
F1-V vaccine by inclusion of YscF is tested by constructing
an oligomerization deficient YscF35/67 mutant.™* Such a
vaccine might be effective even against those Y. pestis strains
that contain variant V antigens or lack the capsule, but are
highly virulent.”! The mutated protein, purified as a soluble
dimer, elicited YscF-specific antibodies on its own, and, when
it is mixed with F1-V, it enhanced the induction of V-specific
antibody titers as well as survival rate in mice (FIG. 6). While
these results indicate enhanced potency of F1-V vaccine in
the presence of YscF, more studies may be needed to deter-
mine if the cost of an additional protein can be justified for
vaccine manufacture. On the other hand, the T4 displayed
trivalent vaccine, F1lmut-V-Soc-YscF (FIG. 5 and FIG. 7),
might offer an alternative to incorporate YscF into the plague
vaccine formulation.

Y. pestis infection stimulates I1.-10 production which in
turn suppresses the production of proinflammatory cytokines
IFN-y and TNF-a.. Both IFN-y and TNF-a are important for
innate immunity, as well as to elicit T,1 immune responses
that might be essential for protection against pneumonic
plague.*%>1 These immunomodulatory functions, in part,
are attributed to the V antigen, specifically to the NH,-termi-
nal aa residues 31-49.1°1 Deletion of these residues, or of the
COOH-terminal aa residues 271-300 (V10 mutation), have
been reported to abrogate the suppression of IFN-y and TNF-
a*1 presumably by preventing the interaction of V with toll
like receptor 2 (TLR2) and CD14, the receptors of the innate
immune system.™®-* The disclosed studies showed that both
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the F1mut-V and F1mut-V10 immunogens produced similar
levels of IFN-y and other proinflammatory cytokines, such as
IL-1c and upon stimulation ex-vivo of splenocytes from
immunized mice with F1mut-V. However, TNF-« is induced
to significantly higher levels in the F1mut-V10 group (FIG.
10), consistent with the published report.*' However, the T4
nanoparticle decorated F1mut-V10 showed opposite trend,
producing much reduced levels of TNF-a as well as [FN-y
and other cytokine responses than its Flmut-V counterpart, a
result also correlated with lower protection against re-chal-
lenge [approximately 92% protection with T4 displayed
Flmut-V10 vs approximately 100% protection with T4 dis-
played Flmut-V upon re-challenge with 20,000 LD, (FIG.
9, Panel C)]. Thus, the disclosed data does not show consis-
tent enhancement of proinflammatory cytokines by the V10
mutation, hence it is questionable that replacing native V with
V10 mutant would lead to a significant beneficial effect in a
new plague vaccine design. On the other hand, from a struc-
tural standpoint, deletion of the aa residues 271-300 disrupts
the coiled coil bridge between the NH, - and COOH-domains
of V21 which would likely make V10 mutant a conforma-
tionally more flexible molecule and could adversely affect
vaccine stability and efficacy.

Although humoral immune responses are critical for pro-
tection against plague, several studies have shown that cell-
mediated immunity also plays important roles.[**>**>>* Wang
et al.>?! established the role of CD8* T cells in protection of
mice against pneumonic plague evoked by Y. pestis KIM 1001
strain. This study corroborated the earlier report of Parent et
al.,**! which concluded that plague vaccines that generate
both humoral- and cell-mediated immune responses will be
most effective. Likewise, Philipovskiy and Smiley (3)
reported that mice vaccinated with a live Y. pestis vaccine
primed both CD4* and CD8* T cells, which when passively
transferred to naive mice, provided protection against pulmo-
nary Y. pestis infection.'® The adjuvant-free T4 nanoparticle
decorated F1mut-V induced robust F1- and V-specific anti-
body responses, as well as provided approximately 100%
protection to mice and rats against very high doses of Y. pestis
challenge (FIGS. 7, 9 and 11). In addition, T4 delivery
induced balanced T 1 and T2 responses with a potent T,1
response, as evident from the induction of subclass IgGG2a
specific antibodies. Similar patterns are observed in our pre-
vious studies with the T4 displayed Human Immunodefi-
ciency Virus-1 (HIV-1 p24 immunogen.??! Presumably, the
large size of the a T4 phage particle (capsid, approximatley
120 nmx86 nm; tail, approximately 100 nm) allows for its
efficient uptake by the antigen presenting cells and cross-
presentation to both MHC-I and MHC-II molecules, stimu-
lating both the humoral and cellular arms of the immune
system. It is also possible that the T4 phage DNA containing
CpG might potentially serve as a T,l-type of adjuvant.
Indeed, studies have shown that F1-V vaccine adjuvanted
with CpG or poly IC (also a T, 1 type adjuvant), given by the
intranasal route, induced both T,1 and TH2 responses, pro-
viding better protection to mice against bubonic and pneu-
monic plague.’>”% Thus, T4 might be a particularly useful
platform for plague vaccine design since clearance of the ¥,
pestis bacterium may require a balanced response that is
generally not seen with the current F1-V vaccines.™*9! It is
also noted that, although the mechanistic basis for T4
responses is currently unknown, no adverse effects to T4
vaccination have been observed in many preclinical studies
performed in mouse, rat, rabbit, and rhesus macaque
models?!7-38] or in a human trial where T4 phages is given
orally.”*!
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There has been a considerable urgency to develop a recom-
binant plague vaccine, but several concerns precluded licens-
ing of current formulations. Disclosed studies have estab-
lished that the F1mut-V recombinant vaccine is efficacious
and easily manufacturable and should be seriously consid-
ered as a next generation plague vaccine. Future studies
would include preclinical evaluation of protection against ¥.
pestis infection in cynomolgus macaques as well as African
Green monkeys, potentially leading to human clinical trials.
Although the soluble F1mut-V vaccine adjuvanted with alum
would be relatively easy to manufacture, the phage T4 nano-
particle-decorated Flmut-V vaccine offers certain advan-
tages. First, the T4 formulation provided enhanced vaccine
potency in small animal models. Second, the T4 vaccine
would not require an extraneous adjuvant, and third, addi-
tional antigens from other biodefense pathogens, such as the
protective antigen (PA) from Bacillus anthracis could be
incorporated into the same formulation generating a dual
vaccine against both inhalation anthrax and pneumonic
plague. The recent disclosed study demonstrats that the T4
displayed PA provided complete protection to Rhesus
macaques against aerosol challenge with Ames spores of B.
anthracis.'>!1 Fourth, the large interior of T4 head which has
the capacity to package approximately 171 kb DNA can also
be used to deliver DNA vaccines.[®! By combining protein
display outside and DNA packaging inside the T4 nanopar-
ticles can simultaneously deliver vaccine antigen(s) as well as
vaccine DNAs, similar to that of the prime-boost strategy,
potentially inducing robust and long-lasting immune
responses. Finally, such prime-boost vaccines could be tar-
geted to antigen-presenting dendritic cells (DCs) by display-
ing a DC-specific ligand on the capsid using Hoc, further
stimulating the cell-mediated immunity. One or two doses of
such potent nanoparticle vaccines might be sufficient to
afford protection against multiple biothreat agents. With the
recent data demonstrating the proof of the concept,[® dis-
closed embodiments are currently developing these novel
vaccine platforms, not only to defend against biowarfare
pathogens but also to generate efficacious vaccines against
complex infectious agents such as HIV-1 and malaria.

The practice of the present invention will employ, unless
otherwise indicated, conventional techniques of microbiol-
ogy, recombinant DNA technology and molecular biology
and immunology, which are within the skills of the art.

Furthermore, in the present invention, one of skill will
recognize that individual substitutions, deletions or additions
which alter, add or delete a single amino acid or a small
percentage of amino acids (typically less than 5%, more
typically less than 1%) in an encoded sequence are “conser-
vatively modified variations” where the alterations result in
the substitution of an amino acid with a chemically similar
amino acid. Conservative substitution tables providing func-
tionally similar amino acids are well known in the art.

All documents, patents, journal articles and other materials
cited in the present application are incorporated herein by
reference.

Although an example of the phage T4 nanoparticle arrayed
immunogens comprising fusion proteins of F and V from
Yersinia pestis are shown as used for generating plague vac-
cines, it will be appreciated that immunogens of other patho-
gens can be arrayed on the phage T4 nanoparticles for devel-
oping vaccines for other diseases.

The many features and advantages of the invention are
apparent from the detailed specification, and thus, it is
intended by the appended claims to cover all such features
and advantages of the invention which fall within the true
spirit and scope of the invention. Further, since numerous
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modifications and variations will readily occur to those
skilled in the art, it is not desired to limit the invention to the
exact construction and operation illustrated and described,
and accordingly, all suitable modifications and equivalents
may be resorted to, falling within the scope of the invention.
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 77

<210> SEQ ID NO 1

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Yersinia pestis

<400> SEQUENCE: 1

Glu Pro Ala Arg Ile Thr Leu
1 5

<210> SEQ ID NO 2

<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial peptide used for protein
purification.

<400> SEQUENCE: 2

Leu Glu His His His His His His
1 5

<210> SEQ ID NO 3

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a peptide linker

<400> SEQUENCE: 3

Gly Gly Gly Gly
1

<210> SEQ ID NO 4

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a peptide linker

<400> SEQUENCE: 4

Gly Gly Gly Asn Gly Gly
1 5

<210> SEQ ID NO 5

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a peptide linker

<400> SEQUENCE: 5

Gly Gly Gly Ser
1

<210> SEQ ID NO 6

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 6

Tyr Thr Asp Ala Val Thr Val Thr Val
1 5
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<210> SEQ ID NO 7

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 7

Phe Thr Asp Ala Ala Gly Asp Pro Met
1 5

<210> SEQ ID NO 8

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 8

Ser Thr Thr Ala Thr Ala Thr Leu Val
1 5

<210> SEQ ID NO 9

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 9

Leu Thr Ala Ser Thr Thr Ala Thr Ala
1 5

<210> SEQ ID NO 10

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 10

Ala Thr Gly Ser Gln Asp Phe Phe Val
1 5

<210> SEQ ID NO 11

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 11

Phe Thr Ser Gln Asp Gly Asn Asn His
1 5

<210> SEQ ID NO 12

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope
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<400> SEQUENCE: 12

Glu Pro Ala Arg Ile Thr Leu Thr Tyr
1 5

<210> SEQ ID NO 13

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 13

Thr Thr Ser Thr Ser Val Asn Phe Thr
1 5

<210> SEQ ID NO 14

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 14

Asn Leu Val Gly Asp Asp Val Val Leu
1 5

<210> SEQ ID NO 15

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 15

Ala Thr Ala Thr Leu Val Glu Pro Ala
1 5

<210> SEQ ID NO 16

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 16

Glu Leu Leu Val Gly Thr Leu Thr Leu
1 5

<210> SEQ ID NO 17

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 17
Gly Thr Leu Thr Leu Gly Gly Tyr Lys

1 5

<210> SEQ ID NO 18
<211> LENGTH: 9
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<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 18

Arg Ser Ile Gly Ser Lys Gly Gly Lys
1 5

<210> SEQ ID NO 19

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 19

Lys Gly Gly Lys Leu Ala Ala Gly Lys
1 5

<210> SEQ ID NO 20

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 20

Phe Phe Val Arg Ser Ile Gly Ser Lys
1 5

<210> SEQ ID NO 21

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 21

Ala Gly Asp Pro Met Tyr Leu Thr Phe
1 5

<210> SEQ ID NO 22

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 22

Val Leu Ala Thr Gly Ser Gln Asp Phe
1 5

<210> SEQ ID NO 23

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 23

Met Tyr Leu Thr Phe Thr Ser Gln Asp
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<210> SEQ ID NO 24

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 24

Ser Gln Asp Gly Asn Asn His Gln Phe
1 5

<210> SEQ ID NO 25

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 25

Asp Thr Glu Leu Leu Val Gly Thr Leu
1 5

<210> SEQ ID NO 26

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 26

Asp Val Val Leu Ala Thr Gly Ser Gln
1 5

<210> SEQ ID NO 27

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 27

Thr Asp Ala Ala Gly Asp Pro Met Tyr
1 5

<210> SEQ ID NO 28

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 28

Pro Ala Arg Ile Thr Leu Thr Tyr Lys
1 5

<210> SEQ ID NO 29

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
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T cell epitope
<400> SEQUENCE: 29

Lys Thr Gly Thr Thr Ser Thr Ser Val
1 5

<210> SEQ ID NO 30

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 30

Val Gly Thr Leu Thr Leu Gly Gly Tyr
1 5

<210> SEQ ID NO 31

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 31

Gly Gly Lys Leu Ala Ala Gly Lys Tyr
1 5

<210> SEQ ID NO 32

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 32

Gly Thr Thr Ser Thr Ser Val Asn Phe
1 5

<210> SEQ ID NO 33

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 33

Ser Gln Asp Phe Phe Val Arg Ser Ile
1 5

<210> SEQ ID NO 34

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 34
Ala Thr Leu Val Glu Pro Ala Arg Ile

1 5

<210> SEQ ID NO 35
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<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 35

Leu Thr Tyr Lys Glu Gly Ala Pro Ile
1 5

<210> SEQ ID NO 36

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 36

Ala Ser Thr Thr Ala Thr Ala Thr Leu
1 5

<210> SEQ ID NO 37

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 37

Thr Ala Thr Leu Val Glu Pro Ala Arg
1 5

<210> SEQ ID NO 38

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 38

Thr Gly Ser Gln Asp Phe Phe Val Arg
1 5

<210> SEQ ID NO 39

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 39

Asp Ala Ala Gly Asp Pro Met Tyr Leu
1 5

<210> SEQ ID NO 40

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 40
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Thr Ser Val Asn Phe Thr Asp Ala Ala
1 5

<210> SEQ ID NO 41

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 41

Ser Pro Lys Val Asn Gly Glu Asn Leu
1 5

<210> SEQ ID NO 42

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 42

Leu Val Glu Pro Ala Arg Ile Thr Leu
1 5

<210> SEQ ID NO 43

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 43

Gly Lys Tyr Thr Asp Ala Val Thr Val
1 5

<210> SEQ ID NO 44

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 44

Asn His Gln Phe Thr Thr Lys Val Ile
1 5

<210> SEQ ID NO 45

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 45

Thr Glu Leu Leu Val Gly Thr Leu Thr
1 5

<210> SEQ ID NO 46

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
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<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 46

Ser Arg Asp Phe Asp Ile Ser Pro Lys
1 5

<210> SEQ ID NO 47

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 47

Ala Arg Ile Thr Leu Thr Tyr Lys Glu
1 5

<210> SEQ ID NO 48

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 48

Asp Pro Met Tyr Leu Thr Phe Thr Ser
1 5

<210> SEQ ID NO 49

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 49

Leu Ala Thr Gly Ser Gln Asp Phe Phe
1 5

<210> SEQ ID NO 50

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 50

Tyr Lys Glu Gly Ala Pro Ile Thr Ile
1 5

<210> SEQ ID NO 51

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 51

His Gln Phe Thr Thr Lys Val Ile Gly
1 5
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<210> SEQ ID NO 52

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 52

Lys Glu Gly Ala Pro Ile Thr Ile Met
1 5

<210> SEQ ID NO 53

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 53

Gly Glu Asn Leu Val Gly Asp Asp Val
1 5

<210> SEQ ID NO 54

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 54

Arg Asp Phe Asp Ile Ser Pro Lys Val
1 5

<210> SEQ ID NO 55

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 55

Ala Asp Leu Thr Ala Ser Thr Thr Ala
1 5

<210> SEQ ID NO 56

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 56

Ala Ala Gly Lys Tyr Thr Asp Ala Val
1 5

<210> SEQ ID NO 57

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD8+
T cell epitope

<400> SEQUENCE: 57
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70

Ala Pro Ile Thr Ile Met Asp Asn Gly

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

5

SEQ ID NO 58

LENGTH: 21

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 58

protein sequence of a predicted CD4+

Lys Val Asn Gly Glu Asn Leu Val Gly Asp Asp Val Val Leu Ala Thr

1

5

Gly Ser Gln Asp Phe

<210>
<211>
<212>
<213>
<220>
<223>

<400>

20

SEQ ID NO 59

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 59

10 15

protein sequence of a predicted CD4+

Gln Phe Thr Thr Lys Val Ile Gly Lys Asp Ser Arg Asp Phe Asp Ile

1

5

Ser Pro Lys

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 60

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 60

10 15

protein sequence of a predicted CD4+

Asp Pro Met Tyr Leu Thr Phe Thr Ser Gln Asp Gly Asn Asn His Gln

1

5

Phe Thr Thr

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 61

LENGTH: 28

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 61

10 15

protein sequence of a predicted CD4+

Asn Ile Asp Thr Glu Leu Leu Val Gly Thr Leu Thr Leu Gly Gly Tyr

1

5

Lys Thr Gly Thr Thr Ser Thr Ser Val

<210>
<211>
<212>
<213>
<220>
<223>

20 25

SEQ ID NO 62

LENGTH: 15

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

10 15

Asn Phe Thr

protein sequence of a predicted CD4+
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<400> SEQUENCE: 62

Ala Gly Lys Tyr Thr Asp Ala Val Thr
1 5

<210> SEQ ID NO 63

<211> LENGTH: 19

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 63

Asn Ile Asp Thr Glu Leu Leu Val Gly
1 5

Lys Thr Gly

<210> SEQ ID NO 64

<211> LENGTH: 16

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 64

Asp Pro Met Tyr Leu Thr Phe Thr Ser
1 5

<210> SEQ ID NO 65

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 65

Asp Ala Ala Gly Asp Pro Met Tyr Leu
1 5

Asn Asn His Gln
20

<210> SEQ ID NO 66

<211> LENGTH: 18

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

Val Thr Val Ser Asn Gln

10

protein sequence of

15

a predicted CD4+

Thr Leu Thr Leu Gly Gly Tyr

10

protein sequence of

15

a predicted CD4+

Gln Asp Gly Asn Asn His Gln

10

protein sequence of

15

a predicted CD4+

Thr Phe Thr Ser Gln Asp Gly

10

15

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD4+

T cell epitope

<400> SEQUENCE: 66

Ala Asp Leu Thr Ala Ser Thr Thr Ala Thr Ala Thr Leu Val Glu Pro

1 5

Ala Arg

<210> SEQ ID NO 67

<211> LENGTH: 17

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

10

15

<223> OTHER INFORMATION: Artificial protein sequence of a predicted CD4+

T cell epitope

<400> SEQUENCE: 67
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1

Gln

<210>
<211>
<212>
<213>
<220>
<223>

<400>

1

Thr

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 68

LENGTH: 17

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 68

SEQ ID NO 69

LENGTH: 21

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 69

Leu Ala Ala Gly Lys Tyr Thr Asp Ala Val Thr Val Thr Val Ser Asn
5

10 15

protein sequence of a predicted CD4+

Thr Leu Gly Gly Tyr Lys Thr Gly Thr Thr Ser Thr Ser Val Asn Phe
5

10 15

protein sequence of a predicted CD4+

Ala Thr Gly Ser Gln Asp Phe Phe Val Arg Ser Ile Gly Ser Lys Gly

1

5

Gly Lys Leu Ala Ala

<210>
<211>
<212>
<213>
<220>
<223>

<400>

20

SEQ ID NO 70

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 70

10 15

protein sequence of a predicted CD4+

Ala Arg Ile Thr Leu Thr Tyr Lys Glu Gly Ala Pro Ile Thr Ile Met

1

5

Asp Asn Gly

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 71

LENGTH: 15

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 71

Ala Asp Leu Thr Ala Ser Thr Thr Ala

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

5

SEQ ID NO 72

LENGTH: 22

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Artificial
T cell epitope

SEQUENCE: 72

10 15

protein sequence of a predicted CD4+

Thr Ala Thr Leu Val Glu
10 15

protein sequence of a predicted CD4+
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Asn Gly Asn Ile Asp Thr Glu Leu Leu
1 5

Gly Tyr Lys Thr Gly Thr
20

<210> SEQ ID NO 73

<211> LENGTH: 16

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 73

Thr Glu Leu Leu Val Gly Thr Leu Thr
1 5

<210> SEQ ID NO 74

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 74

Thr Gly Ser Gln Asp Phe Phe Val Arg
1 5

Lys Leu Ala Ala
20

<210> SEQ ID NO 75

<211> LENGTH: 38

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 75

Gln Phe Thr Thr Lys Val Ile Gly Lys
1 5

Ser Pro Lys Val Asn Gly Glu Asn Leu
20 25

Ala Thr Gly Ser Gln Asp
35

<210> SEQ ID NO 76

<211> LENGTH: 15

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

<400> SEQUENCE: 76

Asp Asn Gly Asn Ile Asp Thr Glu Leu
1 5

<210> SEQ ID NO 77

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Artificial
T cell epitope

Val Gly Thr Leu Thr Leu Gly
10 15

protein sequence of a predicted CD4+

Leu Gly Gly Tyr Lys Thr Gly
10 15

protein sequence of a predicted CD4+

Ser Ile Gly Ser Lys Gly Gly
10 15

protein sequence of a predicted CD4+

Asp Ser Arg Asp Phe Asp Ile
10 15

Val Gly Asp Asp Val Val Leu
30

protein sequence of a predicted CD4+

Leu Val Gly Thr Leu Thr
10 15

protein sequence of a predicted CD8+
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-continued

<400> SEQUENCE: 77

Leu Ala Ala Gly Lys Tyr Thr Asp Ala
1 5

What is claimed is:
1. A recombinant protein comprising a mutated F1 antigen
of Yersinia pestis, wherein the mutated F1 antigen of Yersinia
pestis is developed from a native F1 antigen of Yersinia pestis
by the following steps:
deleting an NH,-terminal $-strand of F1 antigen of Yers-
inia pestis from an NH,-terminus of the native F1 anti-
gen of Yersinia pestis to thereby form an NH,-terminal
[-strand deleted F1,

fusing the NH,-terminal $-strand of F1 antigen of Yersinia
pestis 1o a COOH-terminus of the NH,-terminal
[-strand deleted F1 via a first peptide linker to thereby
form an NH2-terminal $-strand transplanted F1, and

duplicating an NH,-terminal amino acid sequence of F1
antigen of Yersinia pestis flanking the NH,-terminal
[-strand of F1 antigen of Yersinia pestis at a COOH-
terminus of the NH2-terminal $-strand transplanted F1
to thereby form a mutated F1 antigen of Yersinia pestis.

2. A recombinant protein of claim 1, wherein the NH,-
terminal f-strand of F1 antigen of Yersinia pestis comprises
amino acid residues from position 1 to position 14 of the
native F1 antigen of Yersinia pestis.

3. A recombinant protein of claim 1, wherein the NH,-
terminal amino acid sequence of F1 antigen of Yersinia pestis
that flanks the NH,-terminal (3-strand of F1 antigen of Yers-
inia pestis comprises SEQ ID NO 1.

4. A recombinant protein of claim 1, wherein the first
peptide linker comprises a two amino acid linker Ser-Ala.

5. A recombinant protein of claim 1, wherein the mutated
F1 antigen of Yersinia pestis has two hexa-histidine tags of
SEQID NO 2, and wherein one of the two hexa-histidine tags
of SEQ ID NO 2 is fused at an NH,-terminus of the mutated
F1 antigen of Yersinia pestis and the other one of the two
hexa-histidine tags of SEQ ID NO 2 is fused at a COOH-
terminus of the mutated F1 antigen of Yersinia pestis.

6. A recombinant protein of claim 1 comprising a V antigen
of Yersinia pestis and a second peptide linker, wherein the
mutated F1 antigen of Yersinia pestis is fused through the
second peptide linker to the V antigen of Yersinia pestis to
thereby form a fusion protein F1mut-V.

7. A recombinant protein of claim 6, wherein the second
peptide linker comprises a two amino acid linker Gly-Ser.

8. A recombinant protein of claim 7, wherein a COOH-
terminus of the second peptide linker is directly joined to an
NH,-terminus of the V antigen of Yersinia pestis and an
NH,-terminus of the linker is directly linked to a COOH-
terminus of the mutated F1 antigen of Yersinia pestis.

9. A recombinant protein of claim 8, wherein the fusion
protein F1mut-V has two hexa-histidine tags of SEQ ID NO
2, and wherein one of the two hexa-histidine tags of SEQ ID
NO 2 is fused at an NH,-terminus of the fusion protein
Flmut-V and the other one of the two hexa-histidine tags of
SEQ ID NO 2 is fused at a COOH-terminus of the fusion
protein Flmut-V.
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10. A recombinant protein of claim 9, wherein thirty
COOH-terminal amino acid residues from 270 to 300 ofthe V
antigen of Yersinia pestis are deleted to thereby form a fusion
protein F1mut-V10.
11. A method for producing a recombinant protein com-
prising the following steps:
deleting an NH,-terminal $-strand of F1 antigen of Yers-
inia pestis from an NH,-terminus of a native F1 antigen
of Yersinia pestis to thereby form an NH,-terminal
[-strand deleted F1,

fusing the NH,-terminal -strand of F1 antigen of Yersinia
pestis to a COOH-terminus of the NH,-terminal
[-strand deleted F1 via a first peptide linker to thereby
form an NH2-terminal $-strand transplanted F1, and

duplicating an NH,-terminal amino acid sequence of F1
antigen of Yersinia pestis flanking the NH,-terminal
[-strand of F1 antigen of Yersinia pestis at a COOH-
terminus of the NH2-terminal $-strand transplanted F1
to thereby form a mutated F1 antigen of Yersinia pestis.

12. A method of claim 11, wherein the NH,-terminal
[p-strand of F1 antigen of Yersinia pestis comprises amino
acids from position 1 to position 14 of the native F1 antigen of
Yersinia pestis.

13. A method of claim 12, wherein the NH,-terminal
amino acid sequence of F1 antigen of Yersinia pestis flanking
the NH,-terminal $-strand of F1 antigen of Yersinia pestis
comprises SEQ ID NO 1.

14. A method of claim 13, wherein the first peptide linker
comprises a two amino acid linker Ser-Ala.

15. A method of claim 14, wherein the mutated F1 antigen
of Yersinia pestis has two hexa-histidine tags of SEQ ID NO
2, and wherein one of the two hexa-histidine tags of SEQ ID
NO 2 is fused at an NH,-terminus of the mutated F1 antigen
of Yersinia pestis and the other one of the two hexa-histidine
tags of SEQ ID NO 2 is fused at a COOH-terminus of the
mutated F1 antigen of Yersinia pestis.

16. A method of claim 14 comprising a step of fusinga V
antigen of Yersinia pestis through a second peptide linker to
the mutated F1 antigen of Yersinia pestis to thereby form a
fusion protein Flmut-V, wherein a COOH-terminus of the
second peptide linker is directly joined to an NH,-terminus of
the V antigen of Yersinia pestis and an NH,-terminus of the
linker is directly joined to a COOH-terminus of the mutated
F1 antigen of Yersinia pestis.

17. A method of claim 16, wherein the fusion protein
Flmut-V has two hexa-histidine tags of SEQ ID NO 2, and
wherein one of the two hexa-histidine tags of SEQ ID NO 2 is
fused at an NH,-terminus of the fusion protein F1mut-V and
the other one of the two hexa-histidine tags of SEQ ID NO 2
is fused at a COOH-terminus of the fusion protein Flmut-V.

18. A method of claim 17 comprising a step of deleting
thirty COOH-terminal amino acid residues from 270 to 300
of the V antigen of Yersinia pestis to thereby form a fusion
protein F1mut-V10.



